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1 

w to * 

TLR/CDl 4m&temm 

CD14tTol 1 Like Receptor (RTTLRt 

3 1 >';M' y -> i — ^ (glycosy lphosphat idyl inos i t 
ol :GPI) lcJ;»3V^D7 7— 5?. *3t», ^7/t-« £?*J#*3 

thCD14tt, I^iCD14 (OTmCDHifel/^) ©Hj&»CbI» 
SCD14 (OTsCD14SfclipIIttCD14ifcU5) ^LTlfo. 
tCtt^iCS/iSitrosCD 1 4^ftT5:i^S$nT^5 (L a 
beta MO : E u r . J . I mmu n ol. , 23:2144, 1993 
) . 



WO 01/72993 PCT/JPOl/02869 

2 

Wrights .-Science, 249:1431, 1 9 9 0) , i1>©LB 
P (LPS binding protein) fr<b L P S V , 

mCDl 4^^LT^-5Vi7D7r-> J ^a. LPStsCDl 
ICjc Offittfl^n. Ufcffitt-y-f h*-f >0*±t»»-r* (Ha i lmann 
: J. Immnol., 1 5 6:4 3 84, 1 9 9 6) . 

mCD 1 4&^m^T^U^faWfofcMM^ito.W¥-mW}1fflffl.te. sCDHt ( 
LPSOS^ (KTsCD14/LPSit)H5) {CfcOIJiffitt-y-'f h#-f> 
<DJli£fe#Si^#£*l'5 (Loppnow H Infection & Im 

munity, 63:1020, 1995) = 

fcfcEjSU 'J^-fal! (LTA) . ^7 p 5 l F^U*> (PepG) 

fttbxiii. «ia©jftffitt-y--f h#-r><Djg££i&r9-3 (cieveu 

nd MGS: Infec t i mmu nity, 64:1906, 199 

( 

6) . 

LPS^fcteLTA^CDCD 1 4 *^r"r*IBBS©"!J-f h*-f 
e.^tftoT^?>. N5fd$l~l 5 2#B**CD 1 4 OlttgfSSfl&^&^T 
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£0 (J u an TS 6:J. Biol. Che m. ,270:1382, 1 
9 9 5) , Sfc7~l 4#B*±tf5 7~6 4#Bd«LPSi<0|g-&{C J 65>3i?S:« 
ftT&2> (Juan TS :J. Biol. Che m. , 270, 29:17 
2 3 7 (1 9 9 5) £«fctf J uan TS :J. Biol. Che m. ,2 
7 0, 10:5219 (199 5)). 

L-ifeU t hCD 1 40N^«1 5 3#fi»CD*tSiftl:oUTtt. Soft 
< m <b tirtzts. -o T^te ^. 

CD 1 4/LPSO«'\0->^t;|/gIl;*(j-5To 1 1 1 ike 
receptor (TLR) ©W#*«ifi*ftlf§fcSftT^*. 3R*E*TK:fc: hT 
LR1, 2. 3. 4K.iDC5 (F e r n a n d R :Proc. Natl. A 
cad. Sci.USA, 95:588, 1998 ) , TLR6 (Takeu 
chi OiGene. 231:59, 1999), TLR 7,8, 9&<kZS 
^itG^ (Chuang TH:Eur. Cytokine Netw. , 1 
1:3 7 2, 2 0 0 0) ©MlOlfflTLR f a m i 1 y >7 D — - 

TLR2fKliTLR4^aLt7Wia»; c t?) 1 TLR 4*^ 

akeuchi OS: I mmu nity, 11:443, 1 9 99) . £>tT 
LR4**LPS©«lJBrt^O'>^;Pejgfcli-*^-SCt. *6CTLR4«»i 
JBSB5±T?LPSfc:itSEf6;TS;i£. CD1 4#ffiTTttS^ti5t^n-5C: 
t«$ntW (Ruey-Bing Y :Nature, 395:28 
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4, 1 9 9 8 ) . S fcftifiT L R 4 tfi^t SMD 2 ^IStlfc (R i n t 
aro Shimazu : J. Exp. Med. , 189, 1777, 199 
9) . MD2ttl 6 0 75/a*6ft5»»ie*T»5^ ^XSfflflSTliT 
L R 4 fiMD 2 i?«Tl?ai;*TL P S v^;H53£:fT? C t*««^StlT^ 
£ 0 MD20LPS 5/^;H^^*^*jE«*aat4^^"e**^T L R 4 

L < fiT L R 4 CD 2 «#<D*ifi<0££{tfc»^LTV>* 6tlT^* (A 

lan Ad e r em, Nature, 406, 782, 2 0 0 0) • SLfz^O 
XTLR4tMD2 <D^W £ BMrt" & tfl#tt LP StCi^TNF- a ^— 
SS*oa**4*aWfc«!«Cr*e:t , b«ftSnT^S (Akasi S. , J. 
Immunol. 1 6 4, 3 4 7 1, 1 9 9 9) 0 

ifcV^ZM^iTLR 4©^^7<^U 7>hO)pI*ffiTLR4A^a 
£^n/: D ^-L/TdCD 8 6 y RSSa>5&S pJSFttTL R 4 ttL P S \Z&Z> 
iM»Offittft*»fWT*JStt**Lfc^i:3&t*ftSnT^*. ( I warn i K I 
, J . I mm unol, 165, 6 682, 2000. ) 

l^LW^CD 1 4 iTLRicDfflSf^fflt'^^^T, CD 1 4**TLRfcl/ 
<«TLRtft(!!)«(IB©*flSftT^^i»^J(T»5 

Lpsot bCD i 4*^-r*^^;uea*«»"r*t: hfitcD 1 4mwt 

L/T, hhCD14<27 — l 4§Sl:^t^3C 1 0 taft (Steinman 
: J. Exp. Med. , 158:126 (1983) *3<fctfJ u an TS 
: J. Biol. Chem. , 270:29, 17237 (1995) ) 
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Zf5 7~6 4#aic,*§£-r<SMEM- 1 8tn# (B a z i 1 :Eur. J. I 
mmun o 1 . , 16:1583(1986) :J3J:tf J u an TS : J. B 
iol. Chem. , 270, 10, 5219 (1995)) #»e»ttTis?>. 

££>fC, LP SCD*§-&£fflJ*iJU hfi-f ><DMtti&$fim~tZ>2 8C5ia#: 

tum&wiffl-rz i8Ei2js# (#^¥8 - 5 1 0 9 0 9#) iiis^nx 

*>M^$tlTti§ (#«¥ 1 0-5 0 5 8 3 9^) . 

JfcttLPS©«£*MllHT5ft#tt, m;«LfeLPS/CDl 4®y^t 

juea^Mnw-rsjamfeaiHST**:^. *;t. 1 8 e 1 2i/t#:«cD 1 4©is^ 

hr-CDl 4©LPStOtt-&«ffifc»BLfcfit*jett^^KtbT. CD 
1 4©N*SS*»6 7~1 0, 11-1 4RZfS 7~6 4#g©75/i^-X 

tfsstjfesett^^K (#s?i 0-511954) WTsnii^. en 
t><D^7°?- KttL p s t«g^flB*^r-r*fc«>L p s s»5sra t>©T* 0 . ufc 
Msnti^cDi 4/LPs©ttwart^o^^juejittMiwb>si:v». 
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Sfc. t hCD 1 4 0LPSi©»^SMt*BkSELfctaJftSEtt'<^KtlxT 
. CD1 4©N5fcSSj&»e»7~l 0#BKL35«8SiiB5>Ji:ttRa:*7'SyB[*«-rs 
ri\ ^fctiCD 1 4®N»bl~l 4S@*tX^LTl-^Pl^ttCD 1 4H 
MX ] J F S-&trtflHJi£ttsK U H 10-512142) tfM 

^nx^s. itiBo^fHtt. LPstois-&a5tt**BScjEsnT^*fcai> 

^nTt^CD 1 4/LPS©^i8ai*]^©v'y^-;Ue3SttWJb?il' i . ( 

Tft^. ^5felC43tt-5CD 1 4C3ttHi*«Ift|-rS*)©tt1*5eOlB**#J«» 
iCD14 t<D^-&S:RlST-5^lKt?a&0> zm^fifUKDaaMM^^^tO^ 

Sfc±B2CDi:feO. CD 1 4/LP SOWHa^W^^^'G^tC^ttSTLR 

( 

*%BJ<0^«> tTI3{£^nfcCDl 4/L P ST?SoTfelffliai*I^O>' 
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amenta* 

1 4£TLR£<Z)ig££fH#-f SistCD 1 4tn.i$$:mm-fZ. $LTztn.CD 1 4#C 

1 4tTLRt©^^Pl$f SCD 1 4&^#:# 'J KSrjfi 
#rT5. Sfe^CDCDl 4^#:#U^^'5 1 KcD^^ffi^Ji#tT-S). 

Sit CD 1 4 t&&®Mt<DmM*T LR<Dft&TlZft?mMtemik&femm 
©7.i"J-^>^j£, ££tfCDl 4<hTLR£©iig^£ISST£^K£W$j 
J*#£TSH&Jlil^E*il^#lfcffi#*-*. 

-r&t>**«9STtt. Tie (i) ~ (i i) cotacB i 4mi^7bmm^n^>. 

(1) ia^J#-^l {Cf2*C0t hCD 1 4©2 6 9#;fr"=>3 1 5 #£T <DM*£©— 
SBSr^tfXlfl — ysWJWSJKRIIIL, CD 1 4tTo 1 1 Like Rec 
e p t o r (TLR) tO*5^«E«TS«lli**^-*tftCD 1 4inte. 

(2) 9U—)-)im.WT*$>2> (1) CDirCft;,, 

(3) ±fB (2) CD$a#©FatK Fab' Sfcte (Fab* ) 2 T&-g>l|fr 
M". 

(4) /W^iJ h'-VF 1 0 2 4- 1 -3 (§f£#^P- 1 8 0 6 1) {CckOS 

F 1 0 2 4 - 1 - 3 1 / 9 U—±)im.W. 
<5) ±E (2) ~ (4) ©lr»-rn*»C|BIR©fi[<**b<»4fitfl:C!)WfM-*M-r 

(6) gE^'J##l tCf2®£Dt hCDl 4<D2 6 9#fr<~> 3 1 5#S7?©^S«©7' 
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(7) ±§B (6) \Z%Vm<n^Zf^\ i *ft&W.£VTm^&tAW<Dftfi&5&, 

(8) CD 1 4tTLR£<Dl£&Z:mmTZ>mZ&mL, JElTCD^fctt®®^^ 
tl^Tfe^) C D 1 4 'J ^7"^ H : 

©sb^j#^-i tciH«©75 y&iE^jwN*-^** i ~6#e©^-rn^T*o. 

C*Sft^2 4 6~3 0 6#IC^1*n*075 y ^BE^JSrWr-S, 

C*Sffi#*2 6 9~3 5 6mB<D^-?tlftU$>lO, *0 2 6 9~3 0 7#l©75 

(9) ±12 (8) (Dfc:feV»T. C*S««*2 4 6~2 8 5*BfflVJl*n*T?»5 ( 

8 ) izt&mo c d 1 4 u ^y?- f. 

(1 0) ±12 (8) tD@lC*3^T, C*Sg**2 6 9~3 5 6#|CDHfn^T'$ 
0. i0 2 6 9~3 0 7#BC0T5 y gSOHTfta*— t^-t^L e u, Ala, 
CysSfcBGlylCtiSnt (8) CCD 1 4&»#'J^5 L t i . 

(11) ±12 (8) ~ (10) OV»fn*l:EtOCD 1 4 3ME##U^y5 L H 

fieswr * C D 1 4 acas#* U H 

(1 2) ±12 (8) ~ (1 1) ©ivTftjWCEWOCD 1 4BkK##U^^f : -H 
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(13) &T©©£fctt©©DNAj&>&£*Jt'E? i . 
<DiB5>J#*4~6 0ti , ril3&»CEtt©DNA 

-f^'J^XU *OCD 1 4 tTLRt©e^SIH»TS*D8*Wr«5j«'J^ 
HtiDNA 

(14) ±ib (12) (i3) oaie^s^-rsaiftA^^^-. 

(15) _LgE (14) JCffi«©ffilftx.'<i'^— ^Wr-SJ^Htefftfr. 

(16) ±e (is) »jnaft#*«f*r*ia*^triii:?£«p«i-r*±iB <■ 

8) ~ (11) ©^-fn^fCiBttOCD l 4&&##U^:/3 L K©|gj£#}£. 

(17) Jtl*^H5^^5^i3 6 ± 5 kD aCDCD 1 4&ft?m. 

(18) ifL#. £MW»tf\ sS'J^^HS^HCDl 4ia^a*^tfCDl 4 

(19) Jte j ?a**ftK«tof^jas*n>tTLR*»s'r*«ftft:, cdhs 

(20) ±|B (18) (19) 0^^"J-=>^ftT»6ftfcttCDl 
4 C D 1 4 ft^ft:^ L < ttffi*HPfb£*. 

(2 1) CD 1 4tTLR£(Dfa£;mmmZ&®!&tt£LT$;ti%l!hmmmm®. 
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^1011 t hTLR4»S»liaK:*»t*LPS/s CD 1 4 KU^^x? x 
5 — tfRSMStt ^ 7 7 T & * . 

HEK2 9 3ttTLR4&«aUT^&i»HIB&-e, HEKT4-1 4BtM 
L R 4 Sg««i:^S * tfcli^. H E K 2 9 3«IS"T7*«. 

ff!2|3fci. F 1 0 2 4 - 1 -31a#^LPS/CDl 4C±5TLR4S:^f 

#*i«©JI'y7i7- t*«14x 10 0 

131(1 F 1 0 2 4 - 1 - 3in#:CDLP S/CD 1 4 {Cck-3F*|j£«BJI&-e© I 
L — 6S^WJ*!lSimS'^ - r^^7T*-5. c o nAH3>hP-iK07 7 h I g 

S41H F 1 0 2 4- 1 - 3fi#OLPS/CD 1 4?t-&#«/£|g:(Z)ft&$ffl 

msmt. CD 1 4 58SI«HII@'s<a F I TC- LPS©^F 1 0 2 4- 1 - 

MI61lte, F 1 0 2 4- 1- 3tn#GDCD 1 4 (1- 3 5 6) ^©^SrlSlh 

^7§(1 F 1 0 2 4- 1- 3^#©#»CD 1 4^*&^#:£<75iS£?£'tt£ 

ffS8BH;£, F 1 0 2 4- 1- 3m.#<D&mCD 1 4T5.y&m.&&&&t<D$& 
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£tk L T <^ 3 H T & -5 „ 

S9itt- t bWmmCDl 4 C iJ/*:/^K©#-?*£trtfc 
hCD 1 4la& (3 C 1 0i5<fctfMEM- 1 8) Srfflt^TfT^/tWe stern 

B 1 o t t i n gC?)^S:^-rE!"ea6-5„ 
Lane liOLane 6 ST-en^n, sCD14 (1-356) . sCDl 
4 (1-307). s CD 1 4 (1-285), sCD14 (1-246). s 
CD14 (1-183). SCD14 (1-152) S3C1 0 # 5 AtCTftlgi 

Sgl 0ER2. t hCD 1 4<DC^ii%m<DT 5. ym&X&LtcCD 1 43fc^#:# 
U^r^K2J:^Jfil«**^MCD 1 4i^Ti«LPS/CDl 4\Z&Z,fo&. 

s CD 1 4 (1-356) llifilk hnJ^ttCD 1 4 £j£T. 

s C D 1 4 (1-307), s CD 1 4 (1-285). sCD14 (1-2 
4 6) . s CD 1 4 (1-18 3) RZfi s CD 1 4 (1-152) tt, *-*VPft 
bhCD14ON*Sl~3 0 7#g, N*ai~2 8 5SB, N*Sl~24 
6S@, N*«l~183#l, Nt(55S1~1 5 2#BC75y'»*Wt5CD 
1 4afe3EjJ?'J t^K*, Jfc?lfS*TiJ*SlCD 1 4 tt^aa«flfAJfc»0 3 C 
1 0#7A»ffi!n a D££ ?>ICF 1 0 3 3-3-l*7AROT 1025-3-1* 

Si 1IH s C D 1 4 (1-307) <D7 5. Sm&W&lsfzCD 1 4&^# 
'J^fHOLPS/CDl 4C«fc5rtjfc|M&©I L-6«*B#ett*^-r^ 
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s CD 1 4 (1-307) D2 84A, sCD14 (1-307) S286A 
&.tfsCD 1 4 (1 -3 0 7) C 2 8 7AIJfn?tlsCD 1 4 (1 -3 0 7) 
©N*J»a>E>2 8 4#B©75/»As P £A 1 a\Z. N*SHA»6 2 8 6fg© 
Ser&AlaL R^N*5g^5. 2 8 7t@07 5 /me y s £A 1 a 
LfeCD l 4 2fe^# «J K £tkT. 

gll2EH;L s CD 1 4 (1-3 0 7) <DN*S$fr<=> 2 8 6#acOT5 /MS 
e rSf^UcCDl 4&g# l J^yf KCLPS/CD 1 4 K < J;£|*3&OTS<D 

1 L-6l±ISffittS:St^77T*l.. 

sCD 1 4 (1-3 0 7) S 2 8 6A, sCD1 4 (1 -3 0 7) S 2 8 6C 
2£OCsCD 1 4 (1-3 0 7) S 2 8 6 Gtt-tft-lPft s C D 1 4 (1 -3 0 7) 
ON*«*6 2 8 6fiffl75;tS e r$Al a, C y s , RtfG 1 y »Cgl& 
L/fcCD 1 4 Bfc^tf U H £^T. 

SBl 3Hte, CD1 4^#'J^y5 L K©LPSlC<i;S*ffiv^n7 7-v 5 (D 

TNF afi£ffltFiStt£jS'*'^5:7Ta*. 
IB14BII;*. CD14»#U^fra5sCD 1 4 (1-3 0 7) S 

2 8 6 C©NF-kBStt^lC«f 

IB1 5B». BIACORE3000 6fflHTLPS/CD 1 4/TLR4- 
COS«[-&#**JsRS-&fct*©iB^*. F 1 0 2 4- 1 - 3tftflEfctt£kifc£ 

ttCDfg^-C$) 0 > lOOORU^l. 2ngC^i^ty77tJ5. 
SSI 6@(1 BIACORE300 OSffl^TLPS/CD 14/TLR4- 
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1 3 

COS*£#£#j4S-»£<i:*©lB'&*. CD14( s 2 8 6 c) SrT L R 4 — 
T^TftOVim-VfoO. 1 0 0 0 RU*U. 2ngff)^i^tJ , 77f 
^1 7P1 CD143fe^iJ^7°^H (sCD 1 4 (1-3 0 7) S286 

S61 81(1 k hlfiL?»S3teWCD 1 4#'J^7 s ^HO» J ?*$'in;k NCD 1 4 
tfi& (3 C 1 Oa^MEM- 1 8) t^Tfro fcW e stern B 1 o t t 
i n gO^S:*-rEITa&-5o 

Lane 1 «Gt3tAlMf<£ 0 3 C 1 0 #5Al;:£-3T»t?Ljfc0p a n £:, L an 
e 2 itm^Askm<D 3 C 1 OA^AtSp^&S^CF 1 0 3 3-3-l*7AR 
Z>*F 1 0 2 5-3-l*^AtCT*tML, gfgLfc&A0)IS*-?»£. 

mi 9Htt. k hJfiL«a*WCD 1 4#'J^f HOLPS/CD 1 4iCJ:-5 
«K«S»1Hett S ST £f 5 7 T? » 5 . 

Jfil»S*TiI*S!CD 1 4fi»fltt, fit3?Ajfa?jf © 3 1 0 * 5 A*»S!n D o££ 6 K 
F1033-3 - 1 A7ARQ»F 1 0 2 5-3- l#^A(CT«SiU zgi^Lfc 

!f§2 01(1 HEKT4- 1 4(C*3tj--5 I L - 8 CDSi#S^»C*f-TS F 10 2 
4—1 — 3 lkX$ s C D 1 4 (1 -3 0 7) S 2 8 6 CCDffll^Si&^LTc:^^^ 
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1 4 

B#0D I L-8I41) /Jitft:^^^«ffi^x.^:*^JOB$c7) I L-8141X 
10 0 

12 1@H s C D 1 4 (1 - 3 0 7) WTS -/^Srffi&LfcCD 1 4&^# 
K. 3 C 1 OSvffc&ZKF 1 0 2 4- 1 -3 tuft:© S t a p h y 1 o c o 
ecus aureus cell suspend i on/CD14l:J;5U 
-3 7 3MGfflM&<D I L-6S^ES*Stt^^77Tf^-r^77T*^><, 

UI2 2[a«. F1024 — 1 — 3 ta&KW ^ . 7#y-tf\lU. ^n^flMl^ V 

|g2 3@te. F 1 0 2 4-l-3ta*OWCD 1 4 <hCDS3^£F 1 u o r 
o c y t om t r y &T^f*bfc*£S£7K-r^ — 
$2 4i(l LPSft^^+l-^rlStJfil^^UCfett^F 1 0 2 4 - 1 - 3£a# 

12 51(1 LTA/P e pGS-^^-y-^IJCJfiL^^lC^WSF 1 0 2 4- 

$2 6ill LP SA^1^BfclkjS : ExJI'tC:fett<5F 1 0 2 4- 1- 3ir[#: 

If§2 71H V^X>H h^->>^3 y£^7\>UT?©CD 1 4&'^'J^:/ 



WO 01/72993 PCT/JP01/02869 

1 5 

fssj £Hirf 5 ttsixDML&omm 

#58W0>3&— ©»«tt, BE?"J## 1 tcfB«© tKCDl 4©2 6 9#^b3 1 
5#*T©fll*0-as-&tfXtf I — ^SttftttKBIftU CD 1 4tTLRL 

E3aj#^lfcE*©73/BtE?«ttfchCDl 4 ©7 5 y KEJdT?**. Sfc 

IH^J*-^ 1 {Cf2*c£*l3 3 5 67$y»*5a5iesiithCD 1 40D^:ft-e 

86i*. i~4H =*&=Bmm »aRa-y--fx>T--f 199150 

rthCD14©26 9#j5»S 3 1 5 SJTOfiJ^© — SCSr^tJX tf I — Z?i 
tf4. thCDl 4©73y|fcE*!l®2 6 9#*»6 3 1 5#K?SR£-rSXlf I — 
y*^"5. #|;U£xbfh-:/<hLT. J»««©-«©aMBl!Lfc75yK*»li6tf6 
ifEUfcJ^fc:. R«*©*3Sttfc7'3y*t>#**i.5. Tfcto-Skh 
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1 6 

©7 5yt©Mfc rt hCD 1 40)2 6 9#/^£3 1 5#*TO«[«©— »J 

^fz^BM<Dtnmt. 2 6 9#*»6 3 1 5#£W©^*££^-trxtf 
It-r-Sfel^fe-^SnSo fllittf. khCD14©26 9#^e.3 15#itOi 
*£CD l£Ut©75/$E3SS£, kKD14©2 6 9##><=> 3 1 5 S^TfeW© 

#ta#©|g^-t5Xh!l — hCD14®26 9#^e> 3 1 5#iTOi 

mz&i>Tiz~7 s. ymm&T'&^xh. ^z\&mmisT$g-£-rz>z\&z&v. 

thCD1402 6 9#^6 3 1 5 #£T©m«7^frTS4*5£©*£t&£^b£-& 

#f891<£>Sn:ft:«. thCD14©2 6 9#^?> 3 1 5 
tfXtf h-^£$#gW{;:SSMU thCD14i^n. h hCD 1 4£f£s 
CD 1 4££:temCD 1 4£P^:bftV>. i*^ f>^-*CCD 1 4©2 6 9 

1 5#ST©«s«w-a5^^tfxtf i — •7&&mmzmm.-t struts 

ttll>. 0ij*.te£s CD 1 4tt. jfo.(£lC#*£U mCD14ttVi/D7r-yl;$ 

thCD14»269#*^315 #*Tfl5{|*<D- gBSr^tfX fcf 1 — 
ftWCBMI-rsttt, WAtt, ^TS3£ll5«6©#ffi£:ro»fc:, thCD14 
<5N*S1~3 1 5#@<D7 = /&£Wt-3^t£tf U^T^K (sCD14 ( 
1-3 15) ) (hfi&o-oT-Srt* s CD 1 4 (1 -2 6 8) i*S-&Lft^Ci:»C«k 
0, «WfT*S. 
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*5£BA(D&imt. thCD14©2 6 9##n=> 3 1 5 #^T?©ffl^c©— ffi&S 
trxtfl — 7£WSWKBfltr*££K:J;D. CD 1 4 tTLRiOJS^SM 

*fS«©tt#tt, M#j£#{C=k£ifflJi§ffitt<fc£CD 1 4£TLR£©|fr&£|B 

TCD 1 4tTLR<i:Oig^j *»«HcWWT*t. C D 1 4 tJB*W'(*J«» 
t^lfcCDl 4/|BMMft:jS)J»*^#tTLRtfl!)i|i^-e*a. SfflSBft: 
fifcfl-fctt. LPS, LTASKtt^f F^'J*> (PGN) gL<IJ'J^7 
7tV7>t>?, V'fny^XTWWeift'S. 01MLPSiCD14^ 
*S£Lfctt&fln?»5L PS/CD 1 4HTLR, ^tCTLR2f L<[iTLR 
4, C i K J: 0, Mm^is£fi-)l$:&m-rZ>o TLRtC<i;DMJ?&F*l^ 

i'^AlfiasnSt. My D 8 8 , I R AKSZKN I K^lft L-TNF - k 

B^gttftsnsisckD. Mfi©Stt<b**ec*. *»3iI©£t#«:;i©ilfiK: 

*HT, LPS/CD14iTLRt0lS^O^SIfti.„ 

rCD 1 4£TLR£©tt^fcfi*T5*1IB£*rr5j <htt. CD 1 4 tTL 

W2. 13, 1 4*fctt2 OcO^CJjDWSbWW-r-SCt^T?**. 
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«tOA#«fe7'yfc-f *lC*3^Ttt. ftftOfiSAUOjtig/ml^TT, 1 
(ig/ml©LPS, 0. 5 m g/m 1 <D^H14©CD 1 4#ffiT"ecDTLR^ 
^SS©NF-/cB<Dgtt'ft:^ : b<«I L-81453 0 %«±fflfirr3ia#:# 

5 0 %£A±ffll$iJT-5ST:#:-C ! *-&» #tcSf $ b < fit 7 0 % K±»1W'r*tt#:"C' ( 

*^B^CDta#:«, *Btt©LPS/CD 1 4fc±Srtfi^lB©-*M' h# 

gAUtfg/mlKiT, 10ng/ml©LPS, 3 0 0 n g/m 1 ©^itt 
OCD 1 4#ftTT©l*9&«IS© I L - 6145; 6 0 SSKTCWJtSftft** 

CD14iTLRi:0^(:li B&ttftjgd. flfiODH^t^-r^tt^ 

l 

^fcttttOH^tcJ; Dfgttft:;**l-5*S£-##tf t.n£>. jhL«t>«L<tti n v i 
t r oTttft«S*OJll»SF*ETTlS^-r*«-&**P»f Sn*. fclfctf, MD2 

T^nfcf«kt>. M^.^lfa't'^U < « i n v i t r oT«K^lfi*rojfiijt#l£T 
T". CD 1 4£TLR<h©«^£E«T*«WI£*-r*iftCD 1 4fiMfcG<#tfS 
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1 9 

hCD14©269 #^ £> 3 1 5 SS tfX fcf I — 7" *#S&5 

»CB«-r*fit#tt. K*«0»«tJJEfl:a-&SCtKJ:»3 CD 14iTLRtO 

CD 1 4tTLRtoe^tRI*«*5H<ttT. Xtf 1 — -?t?Z> 
f$m.f)^ tKCD14CD26 9#^f>3 1 5#£TtC^£{C^$ft5ta#;&<$F3: 
«fc?)*f£l,lr>xlf h — T't-rSflWttt. iHSStfiJCDF 1 0 2 4- 1 - 3fK& 
£RU£©Xtf 1 — ^^iU^IM^T. hhCDl 4028 5#fr£ 3 1 
5#*T©*WT»*. SfcffSKIl thCD14O2 6 9#*e,3 0 7# 

mmm<DF 1024-1 - 3#t*£:Ri«©xt: 1 — y 

5r*#Oi:^-5®Jc*3ViT. t hCD 1 4CD2 8 5#^£> 3 1 5S*T(Dffi«C0— 
fflS^trxtfh-^g^JIWKBMI-rSttfr^Sb^. MttCD 1 4©2 
9 4#a©7SyKAiP r oT*3££K«fcoT£t;#S3MMI*ifi©2 8 5#S 

P r o«ffi©7 3y^iS^0 a«*K:lS^LfcNIR^3WR*jfik:iia*aStl 
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2 0 

5*-. F. 7 5>fi. MM) . Kttftli«CD14«)2 9 4tBOProS* 
Wtffi? r oT*3£fcK±oT£i;*SStfM*ifi©2 8 5#g<D75y^J:0 3 

iE^J#^2trf3«(DT = ymmmt, khCDl 4©2 6 9#5ft>£ 3 1 5# 

igbfe 6 bukdt s y wt^m-r k *ft«EiK4: LTfftsa n*i«m. * 

jWKBfiHfcC&Sitt*. $?£L<tet hCD 1 4CD2 8 5*Sft>&3 0 7#|i 

0»^b<ttl!Sl,t 1 5«±©73/»S*T*^:/^F*ftSEJ*£LTfm 

*^BJ(Dta#:tt, CD 1 4i:#SW(C^-&-rS^itCcfc0. CDHtTLR 
•fcCDiB'&SIMrraHttB**!""*-*. CD HilisCDl 4SftttmCD 14 5: 
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2 1 

ffltit^K mrz. jccd i 4tTLRt©is^*Ba#-r*aiDB** 

T^ifi-*fo^-*n^. jfl^lC^T-S S CD 1 4 tTLR 

K-frSn*. tHatfttt. 7U-A7-i»««iJtkh4*T?, ffi 

Si*, ftstWSttfleTfcO, *gFv (scFv) 7*-A&3HteF a b 7* 
-5. 

ef4©&3Fab, Fab' . (Fab' ) , »Oft#WfM"fc, *B9U-^£ft,5. 
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2 2 

?L»«i©i&iSEiiHia*5XD-viiiwatiii-&a-&T/w K-^sfnau ccd 

. *&. s C D 1 4 (1-3 15) fc*S-&U. s CD 1 4 (1-26 8) fctttS ( 
< tt. 2 8 5#J&>£ 3 0 7#STCD<S«©^!aUfc6fi«±^&/«CS^^ , 5 :L HS 

( 

ntC«P3, P3U1. SP2/0, NS-1. YB2/03ttfY3-Agl, 
2, 3*©#M«M&a***ftS. 
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2 3 

fe£*lft£5xn-vin!&<£©Ht^W:. Milstein^co^ (Methods in Enzym 
ol.,73# 3K) ^<D'£tB<Dj5m&m^Ti7ti.Z)ZLttfT'gZ>. 09* tf, gfi^Jt 
LT#'JX^U>^U=i-Jl/ (PEG) *ttfflf«;&te$fctt««»&te4SW* 

aEi^*PEG ( 3 F*^4H £ *1. 0 0 0~4, 0 0 0) *«fflLTfrfc:5# 
»^3»*ffi»aitbTJ'^^;^;U7*4 i ->H (DMSO) ^©«SjgiJ^^ipL. 

^^LO^tf^ (HAT«i) 1 H ~ 7 B U * 



WO 01/72993 PCT/JP01/02869 
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mrz. t hitimiEmz&fflZtistzjjm (pnas, 97:722, 2000) £jn^Tfeis-e 

#•5. Tift*?^ T r a n s -c h r omo s ome) (T c ) 

5Bae.©^lC«e^. tb2#M#»r)t (Iglls) £1 4#?fefeft:tl>rtf- ( 
Igii) ^D-fe;^-&tetd=k0v^7.ESMH#Ab. Joyner?, 

#&&#B>r)t (UIEMk) 1 1 4#Jft6#»fM- ( I gil) omm&m-rz* 

C a p e c c h i <E><Djjm (Mol. Cell. Biol. 12:2919-2 
9 2 3. 1 9 9 2) C»^itt0I glitKl^y ^7>} H l^cr^^K 
OY^XJfPISU fc H^fe#fjlrfr£#AL;t*;A^tfX£3SIB£-tf-> th2 
#^fe#:®fM- (IgMK) 1 4#&e,#B»rtt' (Igii) £-a^, fiHtt© 
I gliiKi^/ y?7<y M^fch7>^^n*y— AV^^SfPK-TS. f£ 

^wig (k) j*ttffi*n*^. »&ftfcTc-^£;*tt»ft 
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Titer Max Gold, CytRx *t) ijB"&»', &TCfi4l, 

t hia^^tb-r-S. aHfl&it^tt, ^#ffi©±#Lfcv£X<DjKJ£fctam£5 0 
tfg^L, 3B&lCrr5. AtWSHctt, «*bfcl«IMSSv#*5xn-vllll 
Ba (SP 2/O-Ag 1 4) PEG4 0 0 0 (Merck ) KJ; Dit&U 

. G4 18 (lmg/mL) *#FtrHATJSHfcfcJ: 0/W ^'J K-7S:I*?f5 
. ffi^L-fe/W^U F-VSrtat h I gG fit I g Gfit*, tal gG2ta 

tfEI gG3$a#£fctetaI g G 4ia#:£ 2 LTT.^ U -=>^L. 

CD 1 4 k K-v?rS*?-r^. 2Z\zm£. 

?&*&w<Dm+—<Dmm<DX{7v--~>?jjm\z£r>, *5BP©t kd i 4 

CDRif77 hffi(C±5h MfcfiMfrttN ature, 321:52 2, 
1 9 8 6(CtB«ro^5-fflI/iT^1?^^. *fch Mtiaftttt r-jte^S:— S8 
^AL-fcT^y^flH^T J . I mmu n o 1 . Methods 231:11. 
1 9 9 9iZ$m<Dfi& : £m^TftmT*%Z><, t h/Vtf^W^vfiittttP r o 
c. Natl. Acad. Sci. 81:6851, 1 9 8 4 (C|2^C0^ffi?£ 
fflV>T, !7 7 — v'JStkSIC cfc'i>ta'(£fiA n n u Rev. Immunol, 1 
2:4 3 3, 1 9 9 4£rffl<^T. Diabody, Tribod yStfT e t r 
abodyliScFv®2, 3Rtf 4*#£flJV»T. -tft-fftlF E B S Let 
ter 454:90, 1999, Protein eg. 10:423, 19 
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9 7RtfFEBS Letter 453:164. 1 9 9 9 H1B« 

#fgBJ§©^&(DlWt'T s ;&3Fab. Fab' . (Fab' ) , mh'£%HDJj&: (5JH 

fift^i43tl.^i:LT. *»T?S*-r**tt (Nature 342: 
7 6, 1 9 8 9) , CHOIB. 7^5ID-7« (SO) *©W*UBIST? 
^"TS^ (Biotechnology 36: 35.1994) . 
$"^<Dmqz£-&Z>j5& (Nat. Biotechnol 17:456, 199 
9) W«T'ItSt5*S (Science 240:1038. 198 

8) #3&mttfsns. 

, ^j@a) m&mtf e>ns. 

^•2>^y^K«4 3 2 AS^fh'^i&ffl^TFmo c ft»CJ:0^j«T*. 
TFAICiSIiiftl, »B*»6©«JWf©a. CI 8 HPLCA7A (Capcell- 
pak , X££) £fli^T»«U B«©'V/3 L FS»iai"r* 

#Sg|ll©^#©#jS&#J<tL-T, ^-y Met hjflift+J: OfiSSSbfcCD 141 
aR*^tbT^Lfc^&BE«Jiai:SXD--V«ia*«liaill-&L/T5l»bfcA 
-f7'J H--7F 1 0 2 4- 1 - 3A«ig£-r-3F 1 0 2 4- 1 - 3trE#:#3Hf S>ft 
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-So /W^U H-TF 1 0 24-l-3lif{Sl 2^9^2 9 B#ttTH*H^ 

«*r>< i tb i # 3 ^<DMmmmg&m&ffi®&m9tm$ifiii:¥j:m8i 

KS^FERM BP-7 5 11) L£. 

^CD 1 4 tTLRicD^iaS^JTafe^). tlli 0, thCD14^ 

#* f WW - r**BJfifgttft:©ll(E3«KttLPS©*i:ttl8SSn!ttv». L 
TA. P G N g L < (iT-f a 1 tS^ft^i^ Lfe C D 1 4 CDSffljJgfgtt 
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1 0 2 4-1- 3fci#£;e£-t£/W 7*U h'-VF 1 0 2 4- 1 -3 <£ft#* 
P- 1 8 0 6 1) 

*^BJ©^HCC»ffi«(±. ffi^J#^ 1 lCf2«fc<D thCD14©2 6 9»?,31 ^ 

5#!ii^3 0 7#*-rcDffl«WT57^Sraigc8<@^±^ty^-7 P ^KT*^. £ 
fc, ^KBIH 0<ffl^±, «rlC»* b<tta«l 5BJU:©75yW»6 

( 

^h'x^v'T-^ (KLH) . -9-<D^P> r >J>ifc«T#7;l/y5>^^ffl^ 
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*»9!©JBE©li«tt. CD14iTLRtOft^Sift5*»*#b. 

®KJIJ#^ 1 JC|B*©75 / *E5>JON*aB*t 1 ~ 6 #BOUr*lJ^T* 0 , 

C*s®*i2 4 6~3 0 6#BOt»-rn^075yBflB5>J**-r5, 

©ffi^JS^ 1 KJE*©7 5 / REGION 1 ~ 6 0 , 

C*Sa*2 6 9~3 5 6#gCD^-rn*>-ea6 0, A0 2 6 9~3 0 7#g©T5 

y*©t»rn^— -3£t±*««i©75y*K:Biftsnfc75/«fiB5>J**r-r5. 

cd 1 4<DTs.;mmm&mizcD 1 4 ©:r$/BHE*jfc#-rs 

t h^©PS¥LK#)©CD 1 4T&oTk hCD14©2 6 9#Bs&>£ 3 0 7# 

^^©3a*&^TteHT»ntf. cd i 4 at h^omocd i 4# y^y? 1 

rcD 1 4&^M?'J^:/3 1 FJ itt, CD 1 4#>J^^ K©— 
fe^U^y^K, CD1 45i?U^y?K©T5y^©-gp*t«^Lfe^iJ^^ 
HS^CDl 4#U^^KlC75yi?^#iDL^^U^y^H^Sn-5,. £ 

*^BJ©#U^^ KttCD 1 4 £TLR£©IS£*Hg-rs«te**rr-5. 
CD1 4iTLRt©tt-&SB*-r*tm)l»Cr>V»T©BIBtt, *^BJ©S-©»8 
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3 0 

*&. ^^©^u^y^-Ktt. TLRfEsawaoiBjiaett<b*3oxK±«i 

ft, 1 ju g/m 1 ©LPS. 0. 5 m g/m 1 CDfl-SttWCD 1 4#&T"Tr<D 
TLR»3K«IIISONF-/cB©fllttft:«L<ttI 0XK±»«t 

Att&ftTyli^K&^TW:, JKOtfU'*:/? 1 K 0*^**3 0 On g/m IKK 
TT, 1 0 n g/m 1 OLPS^fiTTW^iJg© I L - 6 g££Bi#LftV> 

rSSJ&L-frKl <hte. ^-CDT^-fe-f &l:i#^T. S!l^$n^> I L- 6#&i±JRS 
ftKkTT'&2>Z£X°&2>. ifc I L - 6 ^©ffid^KiS^T. human 

I L — 6 E I A kit (PE Biosys terastt) SMsSfflt" 
ft. ^itlf!S^T«i:«5 0 p g/m 1 

Sfc, **9S«5CD 1 4a3E##'J WFtt. nSttOLPS/CDHlC 

<fcDA#Wfc7yir-<&lc:J3^Ttt. U b*©z»S**3 0 0 n g/m 1 

J&LtTr. lOng/mlOLPS, 3 0 0 n g/m 1 0^itt©CD 1 4#ftT 
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TLPS/CD14J ttt. LPStCDl 4t**«S^Lfcat^flcT*S. 

Sa~2 8 5#g©l>WC*5CDl 4Bfc«<*:*U^^ r f 1 F***f « 
ati*«WOCD14fi»^lt4. C*asa*2 4 6#B~ 2 

8 5#B«^Tn^T*»3. #58!H©CD 1 4&^fM* U 

ZL<DZ.tYt* #*L^#JT&5C*SS**2 4 6#B~2 8 5#B© 
^WTft'SCD 1 4 3fc^#'J^^HttV^-rn ; fo|o|i;«SgSrWLTt^« 
ifet&S. £ £ fcffi; I, < C*W2 4 6#itfc«2 8 5#g-e*5)j5'J 

6 9~3 5 6#@(Dl>-rn^-efeO. *0 2 6 9~2 8 6#BCDT5 7 S<73Hf 
n*-3a±i*t, tt075/if*4Leu. Ala. Cy s SfcliG I yd 
Jft^nfcCDl 4BS3E#s|«iJ'<^h**«»SL^. J:D!?JL<(1 C*3g7&*2 

8 4~3 5 6#g©Vv$**ija>T?2&tK Ao2 8 4~2 8 6 #B©T 5 7 ^©V^T 
OHliJt. i075/lt3&5Leu, Ala, Cy sSfcliGl yd 
JfcSft&CD 1 4&^##U^y^KT&.5. $€,(C«C*Sffi^3 0 7#T&0 
. A02 8 4~2 8 6Sl07Syf©^fn^-OK±ii)!Le u, Ala. C 
y sSfdiG 1 yKg&SnfcCD 1 4 3fe^#7H U K#0f* l^, 

^^Kf4IB»ai*:j«»4:tt-&-r*Ci:**»*Lt». LPSfflCDl 4 
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3 2 

<D|S£SMfcf47~l 4#gRtf 5 7~6 4#g-CS)0> -tOgBfiOEWtt»4*5B 
^^OJp'J^y^Ktt, ^©^££cfr&^PK0, V^teStefiftSrSttTfe 

tti LTtt. N*Sssfc b < teC*S©7 5 /Ba**fcttB«®E««T?* 0 . 
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ctatr*, a? etc. mmizit^y^ ( 

Proc. Natl. Acad. Sci. USA, 84, 1487-1491. 
1981) ; B i o c h em i s t r y, 2 8, 6 6 1 9-6 6 2 4, 1 9 8 9 
) . 
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*^BJ<D#'J^7'5 L H : tt, CD 1 4 tTLRtOig'&^PESTS^Hl^Wrs 
. -rft:to-6CD14tTLRt©IS-&B«"JTf**. COiil:<kO. thCD 

5£W<D# 'J K36««i«|-rsail6Stt<bORH*Jlt4L P S ttEJ£*n 

flIAtf. L TA, PGN. U^7^tW>^->«L<«^"f 3^5X7 
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3{fc#-&J&« (^^K-»t^-f+f-4 3 0 AS!. A-+>-ljK- 

— ASK, 75y»SrH— K-rSite^ODNArohU^Uy h (3 F» tt. 
. *%^©#'J^^ /KSH^JSn-h-r-Site^CODNAroifeSE^J 

H*n-H , r*ift»BB5>l05 , 6. E^J*CDBH^J#^3 <D 5' S3IJl7 4#7f- 
0 3 ' U7 2 2#3 1 = 1 0 9 1 #75*— >tiT05iH5ya>£>ft5 

SO 3' «9 8 0#^7r>A^ 12 4 1 #-> h ^>£T©K?'J;fr>£>&-5DNA 
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<£>ite^-e&D, 9 7 8#yhy>^b 1 0 9 4grlf7~>3iT*<D%i&\<DT 3i J 
h U7>7 HO— a5S:GCTt>L<ttGCG (A 1 K» 
, GGT (GlyMH» , CTT (LeuOaF» £fc(iTGT (Cys 
WH» TMiftLfcDNAOJie^-ca*, 
»*Llr^*«WOite : F(DDNA<Ott[»iEW*E5>J#^4^6iC7R-r. Sfc, 

<D«ipi7X>Bt»« (SSC) , 5 0mM'J>Sg»I(pH6. 5-6. 9) 

. DNA<D*SiBWfc<kt)*«&6n*OTm«t 0 2 S^ffi^aflrCA^U ^-Y 
XSrfT5CtT*S. -tOUfe, U-A^;Ury^ J- (Sambrook J. ) 

(Molecular Cloning: A Laboratory 
Manual, 2nd ed. , Cold Spring Harbor 
Laboratory, — a.— 3 — $ (New York) , 1 9 8 9¥ 

*^^fi£fttcDNA, ^fe^DNA^i^n^O^^^^OTCiS^ 
ite^I^Wfctt»<r>©&fi£A*eK *»?BODNAttcDNA"P*5^t**!lf 
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WOSBBfltfirf <©D N A £ffi*tWfcE*!*^rr £ D N AR^R N A *>ffi#3 n 
-5. *5SW©fraJie ; fODNAi-ttlCffiiiWttDNABL^RNAt*«. 

DNARtfR-NA<b«#3ftS. ^SKttK/W^'J^XfcaiWStl*. 

oT%>, CD 1 4<0^**fctt»»«3-K-rSJie^ODNA6 < gftrDNA* 
£>3ti£ LTPCR (Polymerase Chain React ion) f£ 

IftWKIJ. *%BJcOjt^^©DNA$r^ 2 0 - 3 0 "S&SWtf-Kl 
DNAftf^i (flfctf. 3 9 41. 7^7^ H/t-f *->X:rAXtt 
S3) fcffltvr. 8H3M)«flr4:LT^fcU -toft. jftElcrtSUTftWrt-OS' * 

S»Sit4 P C RSI: i-3 Tt)»5 C t*tT?*5. PCRHc*ffllr»S*&. 
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— ^fc2JLT&20©;£r£ (Michael A I . Polymerase 
Chain Reaction, PCR Protocols, a guid 
e to methods and applications, 1990, A 
cademic Press, #i0 Izm^VX^o d £ tCt^TW-S^ i^T 

( 

±IL&DNA7-T^7U-[i, *^BJ©ite^©DNA*^:«^-CD— g|5^ 

fcj;^. ^ai-T-S 1 9 75y^e»fd:^)h hCD 1 4 ^^;Ui2^iJ€:Wb 

E5>jaE©E5>J#^l©N*SB3ft«l*»6i6*0C*S»*«2 8 5#P< y>©^^f l 
FiBW^SfeS^U^^H, *fcttN5tsj»ttl*»6*6*0C5tdB*«3 0 7#o 

-f^XD^y^HE^J^^^-S^U^y^HT, 2 8 6#-feU>$:7 7->lCB 
JfcLfctf U^y^K£:i-KT&DNA£^Oimi£&#«, 2^3^ 1 

i:?kl (^n^ngtes^p -1777 7*3j:txste##p- 1 777s) , 

FERM B P- 7 4 7 9i5=k0^fit#-^F ERM BP-7 4 8 0) Lit. 
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cmicfco t. *ie9i©jj« >j ^.-f^ h «»«H0±jjE»i bTiaiiio^ffca 

«Lfcl3, »K*<fcLT*Jffl-r*C£a«iirttK£*. *RH©ite^©DNAfc 
ffl^T*58W©d?U^^ FifeSarrs^tttt. *«W©**.©IB*©I10!»;:|B 

*»8©*fc©tt«t»«E©js ^©iracite^fc^rr * c t * w« t-r 
flJto»v»©ea$-«>!g±+^©a*a*©«a$!6»6tt, i^ts 

**9!©tttM.^^--tt, *^BJ©«eT©DNA©^»BB?iJ©5' 

&£fr*tt3' stagc^m**— t> l < ji-toffi^ictt*© i ^a±©aai*» 

ttin $ tilt *> ©T afe o T <fe =fc v 

^^T#JlD$nSJteStt. *5gBJ©jte^©DNAfC, 3-f-f>J'71/-A 
©ftlt4i;StftH|BDW«i:5 l bO'P*-5Tfe±<. «*tf. 7^^— E 

^©^©^U^y^H^n-MT-S^aBB^J. fcL<IJDNA7D-^^|j 
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■tf— ©E5»J. yD^:-^-(75S25<J, «J #7— A<S£«MfcE5>J. D N ACDZ1 tf— f& 
©i#iie£gW<hLT&ffl£n3&SE*>J, «RBHJfi3H>. v^JU^^K^ 
3— K-r**XE.5!K ffil<D* 'J -^y^ H Srn- H-T SS*K?iJ. WIR^ih 

jBJHS»T#st>©-e*&, Lit^t. sihbim.'**^— it. * 

V—#—*e^©E*J***LTV»3 L,<. S 6l:HS±l*n?*M&-r* 

^ot- ^— E^J£^WLTU£t>©a*J:9Jffi;bl^„ ZDn^cDE^UcflP 

E^mOEJiJS^ 2 © 5 ' Jffittl 7 4#7f->*&i6S 0 3 ' WZ7 2 2# 

109 if7f=>S"coufn*©ie»^a5DNA, sfc 

tt5' fllttl 7 4#7t^>*^0 3' SS149 8 0#^7 , ->*»S 1 2 4 1 
#-> h^>£T©(^n^©E?yfr£&&DNAT$>9, 9 7 8#->h»A^ 
1 0 9 4#^T— ^S-eoE^JcDTS h 'jyu-y h©— §B£G 

CTfcKliGCG (A 1 a©=J K» . GGT (G 1 y©n h* » , CTT ( 
Leu©3H» £*LfiTGT (Cys©3F» T'BJ&^nfcDN ASrjgSfc: 
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ZlflH?iJ©^iJ^^KOC*S^l 8 3~3 0 6*i©^1*ft*T»5CD 1 
4BfaC#:# l J'<^H*fc«C*iB**2 6 9~3 5 6#gcZn>-m^T<& 0 , 
tJ2 6 9~3 0 7grB<DT5Lym<D^-?nfr—-D&±tfM<D7S.Sm.lzm&2tl 

tzCD 1 4Bfe«##u^^H*»tBa-a-*;:t3ft«"T?*s. mm-r^^if^-jvm 

Flit, jafiSKTSCltAiBjfigTa&Sdt. thCD14CDMet Glu Ar 
g Ala Ser Cys Leu Leu Leu Leu Leu Le 
u Pro Leu Val His Val Ser A \ aOg&kD'/if-j- 
^^FSra— \ t T*i'ifjr)V&m (Goyer?,, Nuclic Acid 

Research, 161, 4 1 7 31, 1 9 8 850 *i*?*L^. 

-tOffifc, TNFSftUG-CSFO->^JKyfH, «©7WU7 

SffDPHO 1 ©->^;^^ K*5«fctf 
if©a-77^^- (a- f a c tor) ©v-^;^^ H-fSBB 

wmifi ^mmt^m^a^zs^mzm UTaLfc fc©*a#; uTJpjffl-r* - 1*« 



WO 01/72993 PCT/JP01/02869 

4 2 

m%Wi®mi&&fe3i\z.-r % g «ae-?T»K(ESis nfc* 
gH?'jtLT«. 7 s t HPiii/^^^- t'ite^ (dh f r) omim^mt 

n^E-^— £jfcttl a cT^n^E— ^-ifcBT7#U^7- fe'T'SO. 
«^»COSlfflfiS:i:©JWEimia«)»'&f47^3— JP**^— -tl (AOX 1) 
©T'Pt-i'- Jp'jAHU^nt-i'-. SV4 0©^ot-^- SRa 
(Dy'at—^-. SfdJthIO>y->a>77i'^-la (EFla) ©:/ 
P^E— ? — , -»M h^tfn^-Ok* (CMV) CD-7'D^E-^— ^t<h*©E?iJS:*tf 

. *Elh=iH>. — fltfi^fclOjtTtf'J AI*lPE5»J*. * 6 lCllJ#JfflJJ& 

Tii6t5S V4 OCO^Pt— $ — . EFlaO'/nt-i'- SRaO^Dt 
— Sfctt, f STMt^AOX 1 ©yP^-^- ftetfC SV40C5* 
Si Hfj *ft jS* * m f 3 *> © * £ (7) ffi. & X. ^ £ ^ - <7) $? jg & #J £ L T * £ 
ft£>. 

(Sambrook J. f, Mo 1 ecu 1 ar Cloning, a 
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Laboratory Manual 2nd ed. , Co Id Sprin 

g Harbor Laboratory, New York, 1989, 

nfcftKffrSD N A 'J 5!f-tf SlUT^'f y—> 3 >4tntf«ttJ. H7?—t 

fc£>Tfccfc<, Tffi£ 1 &£fiJflit,T 1 k<fcl^. ^37 — WftSlft&fcCDiiLTki, p 
UC118, PBR322, pSV2-dhf r, pBluescr ipt II 
. PHIL-SI, AZapII, AgtlO. pAc700, YRP17, p 

EF-BOS. pEFN- i issa^tfen*. 

fejraj£<tL,-niCOSlfflll&. CHO«, HeLaiffflfl&, NamalwalM 
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ir\-3k5> >Wg.<Dftm£mmtf&^tztb\Z. \L*T (P i c h i a) MOWM^ 
#JD«M^ni?LSt^{HbTl/^S chizosacchar omy c e s p 

-&ro^Ji:bT«. pUCl 18t^II, pETtT7RNA*'J^7-t'18 
2£$:JtO?i£;*:JilB (Ma j e r 1 e A. 5 : Pr o t a i n Expr. P 
urif. , 17:96, 1999). pEF-BOStCOSlM^^ttC 
HOiSfflSS. YactBf, AcNPViSf« (HifcE^ESPtiiT'J. itfc^ 
1&/\lsV7Kti?, ^±tt. 199 1. #BB) «tH(f«ZL^^Tfr«. 

A ^ ^ ^ — * »c tt, jl a a: ^ n ^ ^ - «f 5SiB »c j&H feE5>J * W L T v » * 
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u—> 3 >m. ^p^7Xh& 7;u*'j^sife y>»*;us">Affi, de 

J\->Y1vZ, ¥±1±. 19 9 1. #JR) fi^^fcfittJftA^^^-fC 

aLfcfe©*aK-rntfj:v». u>^*>">A^DEAE-f+xh7>s 

tc^^-r 5 c: t k: ft S 6 Tf * * . 

*«9i©»Kteiftfr©fPSB*ffiK:oirJT»4±jeL&iiOT?»*. #3gBJ©SUit 
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2>m&\Zte. 0^)17,^— (Wi 1 1 sky) ^£>;£i£ (J. Bacterio 
1.. 1 2 7, 5 9 5-6 0 9. 1 9 7 6) ftSfflLTRtfU^^FSmiR-r 

A. 1 9 9 2. #M) . 
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fitTJC, "»ME8M*£LT*IMt. CHOffl£«0tt¥LMtfMIIM&. tf^T (P 
ichia) «as®Srfi6fflL^«'&O«f§|^«tatSgSSI»©09**-r. 

t r p^D^-^-twrsffl«iADNA» : ? ! -e»Kteai*n^iWB-Trf4. 

L (L-Broth) T'Mfa&wltg^L. ^rtl&M 9 - C A<Di&m\Z 
2tLTl/5 0 5 tcW;i&<£., 3 7"CTi&*£fr5<, iS^llS&iicl^ra 

ftt*ftOOD 5 5 0 ffi*U ~4 (T&to'SafScJtttJW) (CjSLfcBf^Tr 3 3 — 

■op—Jin? 'jjimzmmmi o ^ g / m 1 ■5fcsaniufB£«#sfT 
Aoxi^D^-^-t^rrsajft^^^-T^mESfcanfce+T (p i 

ch i a) SC0»eSrfflliS*i'g-{Ctt. BMG YJS*^ 2 BlffllffiigatU igitil 
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3 7-C. 5%^^7./9 5 %S^,<D^#T"«*SrfTP= a*. 2~3B^IC3 
glTS. $^){r§l€g£^. 2~3 BP^O^»Sr^5Clit;i;i9e«)MeK^tf 

■5. ^ws. Rftwiffi. *«£%r& yjMMJs. mm^ftfe 

( 



WO 01/72993 PCT/JPOl/02869 

4 9 

>f)l— ya >#5^— SroJigfbU x*-fxr — U U y )V"rj >^T-5 
t^-5*f^*»«Oiia)a:^'5 : -y^TffA««tlr» (Th oma s E*f. J.M 
olecular Biology, 8 7, 5 6 3-5 7 7, 1 9 7 4). 

J-*>*mW&teWmitn-y7 7 - 5Mi/7r^>M, 0. 0 0 

5%Tween80. 5 0mMMJ^M (pH8. 0). 5mM EDTA, 
2mUm.7tmif)V^^>, 0. 0 2mM^t;^^;U^x^->^tJS«?K) £ 

ran v 77-*^ >mm^m <o m^rcmmizmvxmmLT —)v 

Mi^#^n^5^i3 6±5kDa©CD14 
*«9§© C D 1 4 ffi4r?*fct*HP*JM» 36 + 5kDaTi65. 
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7 5/*«£»r-§>fitCD 1 4SM*Sffl^TpJ*SCD 1 4£tH^«* , J^ 

±^a©rtOfl^a©^t^i--5^<»:^fiiK.^nTV^tn:CD l 4 fitted 
JlViTJfil^roBl^SCD 1 4iS#^«#U^:/^b*©*£©^£t-&c:iK:J: 
0 „ C D 1 4fi^a**«Wfc»»T* Z. t3l«T?**. 
7 5/*«£gSfirr*fiiCD 1 4fit#«. #J*J£> 3C10. MEM- 1 8 fit 

4 fit***. F1024-1-3, F1033-3-1, F 1 0 2 5-3-lftft 
6nS. F1033-3-1 Rtf F 1025-3-1 triftS:i4t5fM 
1¥23 9 BttttRtPFfK 1 1¥3^30 BttttT, B#S3£ 

K#^P- 1 7 2 0 9ft^SKS^P- 1 7 3 5 0) , * 6tC¥^ 1 2 9 £ 1 
1 B ft-CBmtffr S BBHK*K»C»* (^^tlfftS^ FERM BP-729 
SR^SfeS^FERM BP-7 2 9 6) L7c„ 
Sfc, CD 1 4±^a^t.a^ , J^7 p 5 1 H©»^ICffiffl$nT^S7jSCD 

. R*Mtifi& ««j£H3Bffi. y*;i/igj®t£« «m*ibffi, -f *>3£&^ D7 hif 
, ^D7t»7*-*-»^S. ffi;p7hy77^-*3J;^IB7a-7h^5 
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It«t K) H P L C S-a^ASSJB^TttlMrfTS £ t 

#?SBJ3©CD 1 4flS*HP»i, CD 1 4 £TLR E«T-5«1IB*W 

CD1 4*^"TS«lfiJSttfl:*Mi«|-r*i:V^«lS6ft*f OlSOJSSk^ 

, *»wo#u ^-/^ Hj&««iiwr*ai«iettfl:©jRBg«MittL p s<o*taisje 

Stl&lr*. LTA, P GNtt < ttT'f 3^7XY#tS^£«)Sb 

*5MH<© C D 1 4 ffi*H t «tt.klMI«ffi!&> S t> to S «fc 5 Kl . CD14075 

^flttsCD (1-28 5) tsCD (1-24 6) <D^m<DW\Z 
$>Z>. ^<DZ.£&<0, C D 1 4 KiC D 1 4 0N*SB 1 ~ 6 t) 
» C*SStt2 4 6~2 8 5ftifi0mT?*S. 
*%W<DCD 1 4fi»™«, CD 1 4£TLRfc©|§'&*|flSFra«1|g**' 

^itt©LP S/CD 1 4KJ;3fi&iifflJ!S<D+M' h^-f >Ot4e«I(l 
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^a^tJCD 1 4 tTLRtOlS^B*3WT»*. 

#fgBJ3©CD 1 4 £TLR<!:©ipg£BRS5?Jte. CD 1 4tTL RtOSaSffl 

#fgBJl©CD 1 4tTLRtOlS^H»Jlt CD 1 4*I»TLRI:iftr 
SJItSM-r^JW. SKttCD 1 4 ^SHtlSS ^ LTT L R C^^ LH^ 

*»wcDEsifflj«^^^ns cd i 4tTL r jKDig-sm&Mt^omm-? 
z&tiizVT. t l R%Rm®aiiefflH£ft: & 3 o %&.±wm-r 

L^„ «tOA#Wtt7y-fe-f3RK*si»Ttt. Bf)M«)lt«<l 0 m g/m 1 

T. l/ig/ml©LPS. 0. 5 /x g/m 1 ©*1-Ht£©CD 1 47£fiET-*?©T 

LR«8l«iaONF-/cB©Sttft:«b<ei L-814S3 0 XfiUtMHHT* 

»*L<f4 5 0%&±fflJ*iJ-r3IS*SiJT&5. ^l:ffSL<(J7 0 XELhMHW-r 
IWW«Jft*»W©CD 1 4 tTLRtOtS^ia«ao«i:L,T, *89i©»— 

+©!&«©CD 1 4ft$H t «***tf &n*. 

*^OCD 14tTLRi0^ifSi]fiCD 1 4 £TL R £©&-&£B&£ 
-TS^ttCkD. CD 1 4*»6TLR^©J/^;ue3iA«ElF*nafcJi>. TL 



WO 01/72993 PCT/JP01/02869 

5 3 

s, asfts&BiB. mskamita., mm. yhtf-tfe^jg. tw^-^i, 

A2fe. LTA*Ktt^^F5 r U*>»d«BI#'r*^5/> l »tt«W«!*. S& 
{CLP S, LTA«Kf4^-f ^^X^^aSffl-e*****^!*©^^* 
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cd 1 4#mvf an*. »ii&»c5ehuth*cd i 4«. ae^m^ffi^«to 

IBiafc«S*-ti:T , b«kV>. SfcsCD14H 4>&< t fo t h CD 1 4 © 2 6 9 
3 1 5#**trs CD 1 4T**ltf. BfeS£#-e*^T'b«kV». CD14CD 

«kDfp7*3ftfcTLRfcffi»TSIB16T?aSIR»5* «fclH3tana:V». T L RiSS 
tbTB. 5ttTS'#JCfB«©^n-^>^$nfcTLRS:ae^ffi^K.fe^fflV i 
*^t3&»T?*S. JfSKIt TLR2> TLR4t*5. 
*fcTLRSfSSf<5lB16K:CD 1 4«*»»r?TfcJ:t». 

sfc. *e : Fft»^.j*icj:of^riEsnfcTLR*5fiS"r*iBiiaK. cdhs 

tf*»*«€i*«3-e-s:cefc::fcV»T, n«FlCCDl 4flltt{t»Kt>8f«*-&* ( 
CD 1 4«ttft*RICJ:»), ffittftS*lfcCD14*«TLRl: 

CDHiSttftftKli. CD 1 4ttt^-r*JltJC«fcO. *^#*»J«L^ c 

d 1 4 ftistt-fb-r-&«ite** - rs«iin?*ntf«fK:iRS**i«tv*. wawil p s 
ae^a*A.ffifcJ:of^jStanfcTLR*»sTaMiaK:. cd i 4Rtf^ 



WOO 1/72993 PCT/JPO 1/02869 

5 5 

«Afd»jK«ffc*l»TB[»tt**i3:*. CD 1 4fL< ttJte^fitffcAiSfcK: <fc 0 
^Jj6SnfcTLRt«3K-r*«IIS*^'W-HHcBfiUT, L 
^k— htCjejp-r*, ^tlJCD l 4^L<«TLR£^g!T&i&fflJte©ig»?g4 1 

fcflassawr**^#«f ens. 

Jte^fi**fttJ;i3fpj**nfcTLR6»a-r*«BfilC. CD 1 4R0*ft 

CD 1 4ett{ktlMi5<fcCXCD 1 4£5fcJ;:jgM£-t*3. CD 1 4&t£ffc$&H:fc<fc 

^cd 1 4*jie™*AStfc«fcoffj«anfcTLRS«iH-r«iffliat»«*i* 

-Ssutc. CD l 4&H£fcttK&<l:tfCD l 4 <h4ft4MfeK£&ft3tt£«a)JS##f 

K ^tJ-^. CD 1 4tTL RtO^nCIl 

tfsft. ^n^citiisTT. ett<b*n*cDi 4tTLRi©<s-&3&*** 

**M&Ktt«rK:ISj£*ftfc:V». fexCD 1 4£t<MS©£E#. CD 1 43fc 
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(1) HEK2 9 3ifflflS^{Cjie^ffi*-il^.fet«tt9M^W{CTLR$:^^ 
-fch -^l©LPStBlgaCD14 (1-3 5 6) SrgsjJOU £ <=> tctfe&^llt 

(2) cd 1 4 tjte'Ffiift^.itciQf^jssnfcTLRtas-rsiBia©!* 

jyfctfjtdte. CD 1 4 h£it«B I ACOREglffl^-yyiClffi 

©CD 1 4^©£S-&ft£, EL I SAffiT?fc»»tt#*£ffl^TWjr* _ SS;fctt 
B I ACORE*©g«Tttit»a8£TaJ:a:e±?K ««<»Rfc*(lJ£U J*^ 
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. CD1 4iTLR£©IS-&*EJg«*U ***K*«ilS-&*ia*LTV»ntf, 

iR-TS, itflCDl 4^L,<«TLR<£^31-r-5*fflBacD}S1tft:^^-r-5iIi 

±12 (1) ©JfcfcHS.HTtt, 1 lig/ml ©LPS. 0. 5//g/m 
1©CD14 (1-3 5 6) ?ft9ETT?CDTLR5BSIfflJfiONF-/cB©iStt'fb« ! 
KI4IL-814S. lOtfg/mlKTT, 3 0 *0LhMl«-rSiHft*»Kfc 

»cjiiiifeffl«&*in?*s4:Wft-r*. 

o 

*tf U^y^FiLTte, CD 1402 6 9#B^5, 3 1 5#@©75 
a&eb<tt±«£aHEL-;fcCD 1 4ai3fc#. tt-e©gfc^gB#£^"tJC D 1 

4&^&©-^££tr<:/^K#-?-©0iJ-Tj 1 &£ <) £tt£>«. »&Ba#«5»::«k <0 . 
CD 1 4©TLR^O*S-&SIH*f SCltlrj;?), HfcilitiEfflteftX£&&. 

CD14©3«E# (N**5fe#. C*^#:, N*RtfC *|HJ^J»s 

fcBMEfMP. CD 1 4©— «*ak«L,fc^^-t*) ©^5^5 K^jfie^f^j* 
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) JcfcOfPWU fSi£ffl^TCOS- HM&^H5>;*7x4^>a>LCD 1 

fiftiLTtl s C D 1 4 (269-315) ^igfttr-Sirift:, s CD 1 4 ( 
1-315) tt§8SKt"Sj&* s C D 1 4 (1-269) raSsaUtet>#t$MtSj&*ptf 

•J— n>y©3a*K:tt»*Lti. 

taftOCD14<!:TLRt©8^IS^*. iEttW&ffiSftUBIi *t It 
KiCDl 4^L<«TLRicD*^, *fctt**^©Sl#tCD 1 4 t<D& 

igft©x*«ii«!W«u<ttifc»*«ifi^fc«fc03je«>*ct««T*-5. -tote 
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ftttW&ttSftUiHlHfcfc 6 . CD 1 4tTLR i: **ffiSfMi-r -5 - £*«*U9i L 

£&IS^ffl{fc©*fi*#iJfflLT, CD 1 4fl/<ttTLRO^>/^»<D»« 

^L-<«tt«(C^-a-r-5-ft:-&^S:=I>fcfa.— #J;U£DOCK (Un i v 
ersity of California, San Francisco, 
CA) , FlexX (Tripos, Inc. St. Louis, M 

dtfcnJfjglr&S. I077-V37*7^fS<!:LT, S#©Ava i 1 a 
ble Chemicals Directory (A CD) (MD L i n f 
ormation systems. Inc., San Leandro, 
C A) ts.£<r>{cfe*to'r— X£C a t a 1 y s t (Mo 1 e c u 1 a r 
Simulations Inc., Sandiego, C A), Unit 
y (Tripos, Inc. St. Louis, MO) §©!/7 hC'X 
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^<Dm<DmtLT. m^mmmzMvx. Lud \ <mo i ecu 

1 a r Si mu lations Inc., Sandiego, CA) . 
LeapFrog (Tripos, Inc. St. Louis, MO) 
^<DV7 h'JXTSffiffll/T. -fk^Srd e n o v ot£irLT(^< Ctfeolfg 

fed: k> . mihmmfemm^v < imst'&mmmmm^nx^^ twz-znrzm 
^cwicn»-r-5^i:»Ccto. cd 1 4 £tl r to^srias-rsfeffisr^-rs 

#lSt OD ±L&&) 7 7 — V U 7 •* 7 £ # -5 £ i **T # -5 . 
*ffl-r§«fi5[2r3^:7c6<JfC^#-r^>^tei:bT«, tflxfi. Catalyst 

£&. C©J:3KlLT»6tlfclfiSett*Wr*<b'&«t. CD14, TLR 

£<fc 0 WlBtcff 5 d £ t>T#*. 
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■?a*?j io, ooo ro-ft-&#» : b-&s 

C khCD14©2 6 9 3 1 5fSt©®«l:fflS^fflt5ifeH©X^U 

ttBMMttffc hCD 1 4©2 6 9#*63 1 5#ST©««Kffl 

III. tbCD14©26 9 #/!>">£> 3 1 5 #£T©f>«£©7 5 / 6 e*Jr£ 

IS2. *««lK**t HCD 1 4 CD 2 6 9 3 1 5 #*T©M«tClf Sf^ffl 

thCD14©26 9#^6 3 1 5 #ST®i«©7 5 J 6 i^±-^tr# 'J 
'T/^Ftt. kbCD14©2 6 9#d»631 5#*T©««®7 5 y«E*6JK 
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tttt*R** t hCD14©2 6 9#*5315 #*T©««KttSfMJ-r*a* 

NHI^-TSlStt, KfeSAJthCD 1 4 CD 2 6 9#7&>?> 3 1 5#iT?©fg«fC*B 

( 

h t ittftR & w jrr « c i »c ± d *u jrr * *3&«* wens. 

&5£W<DX9 U— n>^SlCJ:0. ffiMfrk hCDl 4CD2 6 9#*^3 1 
5#STO«IJ*^ffiSfPffl-rSi»»d«a^-r , ^-5. thCD14026 9#7&*£> 

«rr*«WT?»t), cd i 4offi©Bentfflst^fflniiBja:««"T?*t). fS£B*£ 

<!:fflSfMir*<»RttCD 1 4 £te©*a*<fc©ffl:EfeJII*«lirr*ttR£j«* 

IllliCDl 4 tTLR©ffiSf^ffleL<ttilS^*IHarrS. I©<k^l:CD 1 
4©^^s^gffT^f3S«^jfa^fflE*ffifi£^©W^^ < hLT*fflif*S. ~? 

(1) ta^cDXi' i) — —>if 



WO 01/72993 PCT/JP01/028fi9 

6 3 

s CD 1 4 (1-356) McHffifbU tttttttt* 

*trtfif*±»«PO«fltt, 2 6 9-3 1 5fS04 7 75 /Bt.kBWSU/fc'&Jfc 
^^KSrig^U JBiirra. 2 6 9- 3 1 5#B©#ltt*iB»-rs£tflEtt, 
fS^f FlCiDIflCs CD 1 4 (1 -3 5 6) £©SS£#S|51*$n-5><Z>T, 
t: h C D 1 4 CO 2 6 9 5 3 1 5 #*T©«*fcffiEfts/flT* t WJtf 

: CD 1 4(D2 6 9-3 1 5#IOE?ISft^*^f Hft^l/- h 
CHftftL. tfcttfit#*S-tt«*±flWS©*#:*aillPT*. 2 6 9-3 1 5#g 
©««ftBMI'r*ta#H:. KfciB^ , r-&©T. thCD14<D2 6 9 

^fe®: CD 1 4©1 - 2 6 8SS©igJ"JSr^-&fig^-/5 : -KtCD 1 4C91 
-3 1 5SS©@H?iJ^jtO-&fi£^y5 L K<£ j etl-? : nyU-h(C@ffi<bL, tttft&t 
#t*tr*J6±flMSf©K#t»iD-rs. 2 6 9-3 1 5«g0)ff*&8llt-r£&t 
mt, 1-2 6 8#S(DiE?>J5r^^^^h*t«^ti-r. 1-315*1 
C0iE^>JSrWF^>-&^^Ki*g-g-r-5C0T. khCD14CD26 9#^5 3 15 

(2) fi$mt£«©**'J-n>4f 

C D 1 4 CD 2 6 9#gfr&3 1 5#BST©«*Ktt3fftflT*ffi$HHlS^» 
#&ns<S4H4b^*fi. CD 1 4C7^ h«tt^L<«7>^zf~X h 
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^ffi© : B I ACORE 2 0 0 0 (t'TZlTtt) <D^-y ^±tC s C D 1 4 ( 
1-26 8) tsCD14 (1-315) Sr^n^ttgiJ* KHttffcU 
^t^Sr^Jto-r-S. CD 1 4 (1-2 6 8) s CD 1 4 (1- 

3 15) tJilS^fS***. tfett*Jts»«t hCD 1 4©2 6 9S^e> 3 15* 
ST©««IC«S^ffl-r*i:*J«-r*. s CD 1 4 (1-315) 
£*fr&"rsfl£«^fr&«a«2 6 9#gfr£>3 1 5#B©75/fc©«*K:S*V»a 

( 

:CD14CD269#g*>631 5mEWiX'<DT =i y&&StS s CD 1 

4 (1 -3 5 6) ft^l/-hCHift;U »«k«^Ht^*Sr»llPLR**1t-* 

ikJCF 1 0 2 4- 1 - 3&ttt&$2lllU kbCD14©2 6 9#*> 

63 1 5**"TfO*«tffiSf^ffl-r**tt4tHltt, s CD 1 4 (1- 3 5 6) ^ 
OF 1 0 2 4— 1 - 3(DiS§-&£K*-f ttftftSl^t hCD 1 40269 

3 1 5#$T©«*KffiSfM|-r3<!:*Ujrrs. ( 

D. cdi 4©«AB&B*T*a»5*»**«"rs££* t T*a. #fgHJ© 

*4MJ—:r> Affile ±9. flfcjli£J&**T7**J&>5A»**BfS££:a* 

SSK^SBKtt. CD 1 4 7>^^-X h^flgSfcfiCD 1 4 7rf^7> H^hS 
5r#-r^)CD 1 4e§c^#CDX^ U-r. >^fet>PH^-r-S. 

CD 1 4T>^rf-X H**fcf4CDl 4 7^7 h«M6S*rrsCD 1 4 
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&^&©7;^y wtkvsnaficD 1 4 7>^r/-x hmm^fzitc 

CDMttLPSti^u «iSfc:^^;u€aiL, 4B«fa*iSttft:-r**lil* 

c 

Xfil. LPS, CD 1 43&«»SUTt»6:V»MJfit*fiStt*-&S. 

X@2. LPS, ttttttK. CD 1 4 
181. fCist^T, CD 1 4*t«»Uft:Vi|BIKfctt. 0!l*.t;£|*|£MMgft<¥tf 6 
LPS, «E4ft4CfR£: *«it«l*3 i fe«Bia t»«k* rt&»ttA»6©lJ--f h 
#-f J: D, hftUfl*#*sa»3|HJjrT?*.5. 

(. IS 2. K*lr»T. CD14jgtLT«. WSCSSSUTIr^CD 1 4, Jfilf 

^tC^ftTS s CD 1 4. SfcttitCTiaiM.tefc.kDf&fcSns sCD14*« 

*»f6ti*. MusKasL-T^scD i 4 «, ite^m&A&dj; omtcsssi 

SttTfcJ:^. s C D 1 4 CDi§-£{2. $ 6KCD 1 4*«»«LTHfct»»lia£<£ 
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2T7>^^7 M^ffl*#"rs***Kf4. CD 1 47>^i-X h t. LTBfc 

ntttCD i cd i 4S*#£L<ttfi$mfr&<»-eas. 

*«WfiDJB+n©»«©iftcb 1 4tft#, CD 1 4Bfe*flairlx<ttflS2' : Ffl:'& 

( 

©»trOi«oaCD 1 4fi[#. CD 1 48S3Efl«b<ttfiifflb^ftl4, * 

*»gi|©j|S+=©«*tt. CD14iTLRt»^BSl^M^tbT 

*^©lIS^«l:tSni.CDl 4tTLRtCtSftl«ltt. CD1 4 
MMT L R Ki^t 5 C t SlfittSffl. gKSCD 1 4 7&*$g=#»3t Srtf-l, ' 

tut, TLR*a«iaa©«itefSttft*3oxK±«iiw-r**<iii*«M t *Hr». «t 

0*#W*7*yfe^f*C*^Ttt, B*ffil©Aft#f 1 0 w g/m 1 KTT, 1 /t 
g/ralOLPS; 0. 5 w g/m 1 O^BttOCD 1 4#ftTT©TLR^I 
»ISONF-KB©Sttfl:^U<ttI L-8£££3 0 XEU:«l*rrsaflW*fiF 
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**^©IRlft^lS«aj««»C*jaj«»tLT*Sn<&CD 1 4tTLRiO 

b hCD l 4*^Lfc«jfiJSttfl:K:«t*IScjliiffio«Kfc:*v»T, CDi 4£T 

LRtOlS^ia*a!taCD l 4£TLRi©tt^&B«F-r-5iIi:l;:«fcO. CD 1 

4 ^ s t l r -.© -> ?i-)VGmifi mm s n s » . t l r &m e> -> ^ jv&mafi 

KfC^-fflT^^o «AMT. Bfcjfii^. Iflgff'J-^vgS AIDS, SBftffigJB, Jg 

ifiitt^ita., mm, 7Mf-tt^i, wa-r k->x, v^u 

7. Sggp, fggfc, fglfoJBE, ^Jdlttit^S, Blfili£M4>^ ifll/h^M^je, ->3 y 
-f >. 4*fCilli ( t'©TNFiWe©±#t:fli"5ffi«©j|&**fctt ; PB6»c#fflTr*S. 
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CD 1 4 tTLRtOD»6If?i!l**ajai»tLTtA/Tr^fttf. §38J 

jh. »jR?w. m&m, mmm, mmm. mmm. &&tm. #»»k *<bteiL 

( 

*«. HAtf. *»W©St#*#aj«»frSi*fc«. 0. lmg/kgEUtf 
*F*LH. iO!ifSL<«l~l 0mg/kg©g4lT**5. *8910)BXfl 

uxttWAtf. &mft&¥. »nirt&#. sts#. »i*rt«#«KBftit**-tt 

«T*D» -tCDfl&KiHirta^. SftKIX. ««illl!ft«l<Sf*«#W r 5*l*. 
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*. -ft*. TLR45, TOLL 4 (To 11 4) tE«TS 31 



(s£iS0!l 1 ) 

( 

( i ) i&^ta&omM] 

SfiStak hCD 1 4^E/ ^D— ^-Jl/gtflE3C 1 0 (ATCCiOIAU a# 
(H i t r a p NH S - a c t i v a t e d) (7'7>'tA-7 7;l'"7->7) 

1 pJJgSJCD 1 4te. t hJil«f <B*/X-f*T-^h«tOBIA) lOOmLSii 

Lfc*7Afc«anL. mifxv>wtmmm (ph7. 4) ckt, p b s turn. 

T*) {CTgfe^LfCo 

8 0 nm©*3t«*«fiTL/fc©tl»BL.fc«, 0 . 1 M^'J ->>&®?*f 
mm (pH3. 0) Sffltr»T#5Z>.!&*S»HJU (ifV—7,~J^n 

PBSTSSflrft, ?>n?m&*M2 8 0 nm©«3t« («ffc : 1 O. D. 
= lmg/m 1 ) iOSttJLfc. -^CD^*. fit§?nJ?§SCDl 4*1)2 OOtfgS: 
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f*. SDS-PAGE##rlC<k0i®5 5 k DC0A'> KftlBl/fc. 
(2) [{fiCD 1 4^6/^7 P-^-;PttfleOW«] 

Wistar77h (SLCJ;9EgA) *X 8iS^f<£>:7 y h/1y Kiel 0 0m 
g©«S5}pJ?§MCD 1 4i7P1'>h*^7yaA>h (Difco) ££12*11? 

»5ttfcy>/tt**^tf*5Xn— V|ffliaSP2/0-Ag 1 4 (ATCC) t5 

{ 

MltI^U'JxfL/>^U3-iH 5 00 (Sigma) &Jflfr>T&)KEMI5 • I 1 
^3t/# rJH^n->ft#Sttfcjj|ffAnj 8 3t-5>, 1991* (MRtt) 

, OXl&^flf/RPMI 1 640KBMU 9 6^U—h 

(Nunc) KMLft. 
5%CO z . 3 7t©*frTt«tb. )|IlT<5A'fy | J K-T^T 

— x>^Ufc. "Tsfcto-fe. ttSSBl^SCD 1 4S: 1 m g/mLT^l^- h (Maxi 
sorp. Nunc) CIMl/, 0. 1 %V'>7)V7S. >£^trP B ST?^D->-^>^ 
2fcfcJg*±i*SS&ll]U 3 7Tn?H*IH£Jt5S-£&», 0. 0 5%Twe 
e n-2 O^-frtTO. 9 %£S&^*Tife#L£:. 

#»>x;nc^;i/**->^— h-f A-/^p^U>tt# (dako) £gs 
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£inCD 1 4KM^-f^J K-TtLTlRLfc. 

RflS • ^J**/* , KKtt) ic=k0^n-->^U l O0»:B*i:7i?'J- 

^tr/W^'J K— VSrl 0%^v-J}&iElfc.»^tVRPM I 1 6 4 0TMLt 
MBJiaSrlEliRLHybridoina-S FM (Gibco ) Tinted SrfTl^. t/i'D-t 

(Prosep-G. 5'J#7) T?«f«U 1 7ffi&©SfS{fc: hCD 1 4tnX£ 
(*liS0iJ 2 ) 

(1) C^^U-=>^*Of^fil6] 

®tHLR4«S^?XS K«J*SS 

thTLR4 cDNA(«I«iJS|52. 5kbiOWftft (Genb 
ank accession No. AF 1 7 7 6 5) , TLR4 cDNAO 
9u'—ZL>{fl&S' jgffll. 1 kbJ3«fctf 3' i«*!l2. 3 k b «r«J* tcff o 

t hTLR40cDNA$-Tf20^ffilCT^n-->^L/io b hTLR4y 
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J ASH?»J CGenBank: access ion No. AF177765) 



'-2 (@2^J#^8) 
T-2 (SH 



1 



l^fflK human lung cDNA (CLONTE CHtt) &m£L\Z* 
Pyrobes t DNA Polymerase (TaKaRatfc) JCctO 9 
8t)T10#, 5 5tT3 0&\ 7 2t:Tl»6D-y->f ^;l/*3 0S«?)igL, P 

2£rffl^T, human spleen c DNA (CLONTECHtt) 
StCPCRSrffofCo »&ft;fc*n*n*5ll. lkb> #112. 3 k b £>DN AHff 
tf-£T4 polynucleotide kinase (TaKa Raft) T 
5' sfciBftU >»ibL£o — ^ ^^-^LTpB luescr iptllSK 
( + ) (STRATGENEtt) Sr E c o R V fcTflWfclfe, JKU >BMt£fT^T 
■HSU _hEPCRSI*t-tn-6ni i g a t i onlL a >tf-5r> 

h-fc;U JM109 (TaKa R aifc) SrffltV SSCiS^TT rans form 
at ion^U TLR4 c DNA<D5 ' m^mW^^^'f^T. 5 H (pT4 
5F) &^3* «077^>h6*tr^?XSH (pT4 3F) £f#feo 
PT45F*XhoIiEcoRlt> pT4 3 FS:E c oR I iH i n dHH: 
T^ttl^tld ouble digestion pBluescript II S 
K ( + ) CDXho I /H i ndlHIM McifALfc (three way 1 i 
gat ion) o JM1095:transformat io ni~£ Z. £ IdckoT 
t hTLR4 cDNA±«^5XS HpBTLR4Sffft. pBTLR 
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4(Dm AE5>J&*BL/fctc:^, t h T L R 4 £V ASB^JcT) e x o ngB^'J t — 
SfcLifco * 6Ck KTLR4^Pf?LI(i^ggT^S$it^rc»t^ p BTL R 4 
ctOH i ndUKCTt: hTLR4 c DNA^D tHU pcDNA3. 1 (- 
) ( I n v i t r o g e ntfc) CDH i n d 1IJ+K MCifALfc. JM109$t 
rans format ion Lit hTLR4&m&W}%im!!kT?f&m£l±&77 
7$ KpcDNAT4*»&. 
®b hTLR4««»KK»|fc©;»:ft 

thTLR4»a»JMEJftfl5t»a:-r*fc«6t, ©Tft«Uifc«3I:75*3 H 
p cDNAT4£b bm^mm^mmWHEK 2 9 3fcTiacD*j*fclTN9> 
^7xj'>'3>L/fco BP'S, 2 5 m 1 CDF uGENE 6 (Uy z/zl • <Sf-1T!f J 
7*r4 v97Jfo t6. 3 M g^)p cDNAT4^#7 P D hn^Hl^Tg 
^LfcftKl, 7 5cm 2 <DJU—y^7^\Z±:^^>y)\,jL>h{zmmvrzHEK 

2 9 3«ia^aaipL/fc. sh, *iat;v— ^^^njtofdniL, 9 6 we 1 1 - 

Plate K 25 0 eel 1 s/we 1 1 r^«*«c45Lfc. SSK-tCDgHK: 
mmmi. 2mg/mlOG-4 1 8&«JDU Kl*3 — 4 H©fC»»fi 1 . 2 
mg/m 1 OG-4 1 8 **tf*ttT*tt3^fcff^ 2 0 BIKHMMHtSfT^ 
fc 0 #£>nfcG-4 1 8H14£ D — > 2 4tttC^>T\ ^CLP S/s CD 1 4 
fC^TS/fc^ttSW^fc. 24l0§?D->^24we 1 l-plate^ 
n-€ ? tl2.- 0X10 5 cell s/we 1 ltl^e 3 7t, S% CO 
2 T— g«ttf*Ljfc|g, lwe 1 1 fefc 0 5 0 n g <D p N F k B - L u c (CL 
ONTECHtt) iUl^)FuGENE6(Dil^»0U 4 5l:24BM 
ig«L*io 0. 5Mg/ml0sCD 1 4 (1 -3 5 6) (fP«*fttt*Jfi«8 



WO 01/72993 PCT/JP01/02869 

7 4 

\zmm) £ 1 u g/m 1 (DLPS©«-&*S:*lPLT3W»Sffofc. 6«fH»^ 

* »*±flt£Rfc*U *fflB&£PBS- KTifeitU Passive lysis 
Bu f e r (P r ome g ath) 100/z 1 /we 1 1 *CTfflg££*g«L;fc 0 

^USttffi?S2 0 u 1 W->7i7-1fiSttSLuc iferase Assa 
y Substrate (Pr ome g aft) £fflt^T$!l^Lfc<> iB)tl:ttl 4 

2 0 AR VO s xv;^^Jkft^>^- (Wa 1 lacffi Sr/Ht>& 0 ^CO 

&. ft, HEK2 9 3ftfflViTra*©«»feffo&3W, ;k>7i "9— tSSttttW 
mX^U^^Tzo HEKT4- 1 4TCDL PS/sCDl 4 \Z tk&Jlz/yx. ^~ 
i?Stt»#tt*SLTlri*TLR4K:ttl¥LT^& (01) o 
(2) [thCD 1 4tt#tC#-r**JftL«i&#aiO^^U--^>^] 
HEKT4- 1 4*fflB§£ 1 0 X#*MfcF B S «*ttDMEM#»K:»»U 1 
x 1 0 5 SfflSS/we 1 1 T2 4we 1 1-plat e 5%C0 2 , 

3 7 t C<D*#TT2 4Wfm**L«:. FuGENE6*fflW, U 
?-y->pNF/cB-Luc (CLONTECH&) 5 1 0 Ong/we 1 1 
aHAU S6»:2 4ieiHie«»t&. *i*Ug/ml©LPS (E. c 
oli 0 5 5 :B5, Difco tfc) * ^iSO. 5 u g/m 1 CDs CD 1 

4 (1 - 3 5 6) S6CttCD 1 4ft»3 C 1.0»5W««fllT*6ntft 
CD 1 4 tri#S:|IM 1 - 1 0 m g/m 1 SJdL, 6B»m#**«t*Jfc»K:, ID 
BSSrP assive Lysis Buffer (Promegatt) TJSflPl/ 

* Luc iferase fgrftS: Luciferase Assay Subst 
rate (Promegatt) SrfflV^T*#<O^P Nn— ;Ut3Lfc*<oTJB^L 
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£o •€■©«*, »ltett5ia#iLT, EI2f'^-rj;5fC. 10«g/m]O 
SHWS2m#T. NF-kB ©SttffcfcJSj 7 5 %IHlfc Lit F 1 0 2 4 - 1 - 3 £a#: 

£fzF 1 0 2 4-l-3tr[*CD7-rv^-1 , y$:Ra t MonoAB ID/ 
SP + ->h (ZYMEDtt) Zm^TP-i \Z>?V1ZtZ.*>. IgGl/ieT* 

F 1 0 2 4— 1 — 3 $nfo<D I L-6je±ffi^fg14 

khrtrtfrtftlluaHUVEC (HJtttKtt) *0. 0 5% MJ^O. 5 
3mM EDTASr^tyPBS" -C*Jg|^. «Kft hlMtJ; DtriC D 1 4ta#:£ 
fflHTIIBfiCDl 4£|S&£L£;Mjt£2%^trRPM 1 1 6 4 Oigifc (Jfi^ 
^y^7^t±) (£tT, 2%CD14w/oHS/RPMIt^|B) fCT®?SL 
, 5X10' »S/We 11 (5 0/t 1 /We 1 1) T9 6 Vx.Jl>zf V— biZte 

RT^SCD 1 4S»SLfck hifefif£ 1 4%^-tfRPM 116 4 OigifiSr 1 0 
Ml. 120 n g/m lOLPS (E. coli 0 5 5:B5. Difcott 
) 10/il, 3. 6 m g/m 1 Olfilfti5|5'BJ^MCD 1 4 £ 1 0 p. 1 , &tf9 0 
0 n g/m 1OF 1 0 2 4 - 1 - 3 tn^fzit 3 C 1 0^#4 0 « 1 SrjQATiKB 

bhIL-6 EIA*?K7^F A-f t^rAXtt) ' TfWJt 
Lfc. 
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I L — 6 (DMfZZte k h I L — 6 E I A+>y hWM<DZfa h n— Mz'&bK ff 
ofco BPS. «i±f|l 0 0 p. 1 £ I L-6#rt£@*8te7U-r-K&U 3 7"C 
T6 0^>*a^-ya>Uc. ^-<75&, £jSil££:|S**L 4 0 0 M 1 /W e 
I KDWash Buffer 2T4|n]8te#U lOOttl/fx^th 
I L — 6 iftft&S&bD U 3 7 'C, 3 0»M'f >*3- y <-^3 >*frt>fc. 
Rfc£> 400tfl/WeI lOWash Buffer 2 T*4 [Hlifc#bfc^:t: 
^;l/^-+->^— t££«f$LfcXhI/-/h7t'^>i$?&£ 1 0 0 u 1/We 1 UP 

t 

A. 3 7*0, 3 0$MHK >^3.^-->3 >Srrrofco 

Sfe^^5!€.SS (TMB) £ 1 0 0 /i 1 /We 1 1 SsiJD L<^iST? 1 5#Fb15*& 
2i£fc*£K:. f?lrJ£l 00ml /We 1 1 SrJU^-SJ^Sr^itbfco 4 5 0 nm<D 

ha— f i gG*5<ti^3 c i o^.mt.mm^ffa^mi'Tz. 

fc. F1024-1- 3irc#:;Rtf 3 c i otamz I l- 6g£B&#fiH±#fs#>£ 

tt*:**. 3>hP— JI/tt#»10«f©I L-6*±tJt(ftLT, F1024-1- 
3tKmi.O. 3tf g/mLT 5 0%S*^m*TSCO{C»bT3Cl OttWil 
F 1 0 2 4- l-3St#ttrt&«ia©Jfe*Btt*-f Vil4>M£m* 



(*K«4> 
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F 1 0 2 4-l-3taf*:©LPS/CD 1 4H^MMtOI L-6S4MI 

1 0< Mm/We 11 (5 0m 1/We 1 1) T9 6 McttAfc* 
3 7T;. 5%C0 2 CffrTT2 4P#P^*Lfco pJ^SC D 1 4 SI^SLfcb 
hifilf*^: 1 4%-a-tTRPM 116 4 0igfi££ 10ul, 1 2 0 n g/m 1 ©LP 
S(E. coli 0 5 5 :B5, Di fc o£fc) 10« 1, 3. 6 « g/m 1 
(DSkm^^mmCD H^lOwl 3 7tTl^H>+a^-y3 

>LTLPS/CD1 4«^fc£lJ/j££tS-;fc. -?-CD^L PS/CD 1 4S^(C 
9 0 0 n g/m IOF 1 0 2 4 - 1 - 3 JrCftS: fcfi 3 C 1 0ta#4 0 w 1 £in;L 

Tfflmzmtinvtz. zz\z2 ommmmzn ntzm. *£m±.m'p<D i L-6&k 

ML-6 EI A*y h H A'-ft^fAXtt) -Cftll^L-fc. 

I L- 6©8U5£tefc f- I L-6 E I A*ry hi#©yn h zi— Mz'&^> ff 
-otz. £*. n>Vn—)VViW.<D^y MgG (c onAb) .fc<fcZ>'3 C 1 Ota 

^-©^£H4t;^-r. ta#£*P*.;ft^<h£<D I L-6MM1 0 0%iL 

tz. F1024-1-3 mm* i l - 6 m^mmmm^mtb ^tLtzw. 3 c 1 0 

ta^ttn^KP-^it^ilwiSSTfeO. L PS/CD 1 4^^j=jg^Tr«I 
L-6©S4«I*J2!)^sg*e»n)^^o7t„ EUiO^D, F1024-1-3 

»H#s&D> Lfe^oT-TTtCLPS^#:|*l(CitAU^©S#. Tftfc>l3Hfc 
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F 1 0 2 4- 1 -3ia#:©LPS/CD 1 4 H^ffc^©^!^ 
7D- tM KU— (F 1 ow c y t ome t r y) D^W^rff ofc 

o 

( 

t h*^W^THP-15 4 0 n g/m 1 © 1 a. 2 5 -S/fc KP^v'ti*^ 
5> (dihydroxyvi t ami n) D3 ->tfc) T 4 8 BfP.gig* 

U SMfcW*;* 1 0 u g/m 1 rotaCD 1 4ffifc (3 C 1 0*£^te 
Fl 024—1 — 3 tfifc) S*tn&>*fctt££&HJ8Jfi (1 0%FBS£^tfR 
PMI 1 6 4 0) 4'{CT3 7'C, 3 >+^-ya>Lfc. ^©IStC, 

F I TCMLPS (S i gmafcb) £i&jgS 1 ng/mlTiJDL, 3 713-? 

MI 16 4 OigiSfcasSnL, FACSCa 1 i bu r (BDt) 1 

*g*£E 5 iCi^T. m5lZm-r^iZ. LPS©CD14^l:<t^T^ 
*l3*MWMi:3to&*. 3 C 1 OttflefciDJ^KWMSftfca*. F 1 0 2 4 - 1 - 
3Ttt«#ttK:Lj&>«llHS'ft-**. F 1 0 2 4- 1 -3tfimtLP SfflCD 14^ 



(&£0!I6) 
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F 1 0 2 4 - 1 - 3 ftttOBNMBttOftWr 

F 1 0 2 4 - 1 - 3ttto&*BHITa«*S9§Sa»Cf Sfc*. ^y^HtCctl) 
CD 1 4C^5feaaE#:fc«k*JB^*, CD 1 4 7" 3 / 
fc«fc3*g-&£IIH£fTfcofc. 

(1) [CD 1 4^^h*©P^3 

ffi?iJ#^ 1 tCfStt© CD 1 4 75 7 gffl^JKSt^. FA (I2^J#^ 1 

1) , H B (ffi^'JfHyl 2) , ^y^KC <E3»J#^l 3) StX^y^K 

D (E?iJ##l 4) ©4a^£0^5 1 HS.^n>hD— ^iL-t^fHE (IB 
?iJ#^l 5) fr&dELfc. Tftfctb. ^^K^dE* (43 2A, Ha' 

©. t»0fcbL£fT^. C18*7A (CAPCELL-PAK , jg£&) Sffl^THPLC 
fCJ:0W®!b^:. flffi&n&III'RU Sftttttftft. «*£»£L.. 0 
rag/m 1 

(2) t KD 1 4©75>'SS^bfeCD 1 4 3cX# (t h pT^SCD 1 4 

"T&fe-S, khCD 1 4©C*iH«k0-t*l-€ r n4 9. 5 6, 6 1, 6 6, 7 1 
. 1 1 0, 1 7 3. 2 0 4 73/K£*J*£-&fcfciM.fl: (KTsCD14 (1 
-307), s C D 1 4 (1-300). sCD14 (1-295). sCDl 
4 (1-290) , SCD14 (1-285), sCD14 (1-246) , s 
CD14 (1-183). SCD14 (1-152)) (sCD14 (1-30 
7) tt. iE?"J#^-l{CfB«CDCDl 4©N**Sl~3 0 7#@©73yif : &*T 
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o 

Sfc. SCD 1 4 (1 -3 0 7) (D7$yMffim£.y— W>(D7B.;m&X9k-£ 
*ft#it h"J?§aCD 1 4^*5S3Eft (KT, ATSt) A 7 — 1 

1 , A5 7-64, A180-234, A2 3 5-2 8 2, A 1 8 0-2 8 2S 
WLtttt«JST?5eS!S-a:*:/5*5 HttHM0iJ9- (1) 07 5 y K«*gS:3efls 

( 

tt. A7-lll;cil)Tat>7^-7-3 (E5iJ##16) £7>^-fe>X 
(IB5iJ#^-17) Rtf-fe^^-fv— 4 (iB5>JS^18) i7> 
^•ir>X^7'fV— 4 (EM§1 9) £\ A 5 7-6 4K"3HTfefrfe>*:79 

-fT-siJ^t^^-fT-s 0) sac-fe:>^.y^-r-7-5 

(iH?«#-^ 2 1 ) t7>?t>77 p 7-fV-45 < A 1 8 0 - 2 3 4 troHTfi 
t>7y7-fV-3t7>?t>xy7-Y7-6 (Bg?'J#^2 2) Rtf-fe^T" 
5<V-6 (E?iJ#^2 3) t7>5 1 t>^^ , 7<V-4$ > A235-282 1 
i:d^Tttt>xy7^V-3 t7>ft>xy7-<T- 7 (S2?iJ#^2 4) S. 
tft>7^7-f7-7 (i3?iJ#^2 5) i7>ft>'X^7'f7-4^ A18 

0- 2 8 2COHTlit>X7 , 7-1'v-3 i:7>f 7-8 (i2?'J# 
#2 6) S.a'-t>Xy^-< V— 8 (BH?<J##2 7) ,!:7>f t>X7 p 7'f 7-4 

1- c-n^tiffltifc. *c#6*ifcy7^si«fiSji8W9- (2) icttn. cos 

CD 1 4&£tt<Z>%!£ft&. fext hCD 1 4ttflefcflH»ifcE I AKTWJSUfc 
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. -tfj.t>t>. PH8. 3©10mM NaHCd iWl:T2 0 OMUlt 
taCD 1 4$nfcMEM- 1 8 (MONOSAN ft) £ 9 6 ^i^l/- h (M 
axisorp, Nunctt) C50tf 1 /We 1 1 asflDU 4'CfCT— S«S^ 
■ Lfc. ^CD^, «*ICTifc#U 0. 5%BSA£^trPBS' \ZTZ?Uy* 

S50y 1/Wel ljfe&PU 2 5tt6 O^K-f >*a^->3>Lfct(; < 
0. 1% Twe e n 2 O&^tTPB S" T3lElt5fe^, 1. Otfg/mlOH 
RP-c on j uga t e d 3 C 1 0Jaft5 0 w 1/We 1 1 $i3lDl/, 2 5 
"CT6 Oftm-i >^a.^— ->3 >Srffofe. 0. 1% Tween2 0^P 
BS" T5EHftJ*«. fgfeSM (TMB) S50/i 1/We 1 l*HBL*fiT7 3 
OftKJ&Zltrz'&iZ* Witm. (lNflnft) 50w 1/We 1 1 £;&Q;tSJfo£f?lt 

4 5 0 nm©ifcftCD©3£g2:»tU -y-^JKaCD 1 4&^## 'J K 

CD 1 4&^#<Z>#^S5:tn:fc hCD 1 4ta-* ( 3 C 1 0 JScktfMEM- 
18) SfflWOlXi'V^Dyf-/ ^ICfcOWBLfc. t&WSCDH 
3fe^#:3 0 n g/>— >£SDS- p o 1 yac ry 1 ami de gradi 
ent gel (5-2 0% ATTO&) T«jR*»U PVDFK (B* 
5'J#7*t) \Z$y/-%t>*m&htz.%k. 0. 5% X*A5;i/:?£^tfPBS 
3 0ml }CT^fiT19#Pd]:/n<;/*>^£jS£fr^. 1 0 n g/m 1 CO 3 C 1 0 
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&&Zfl 0 0fg#f?<Z)MEM- 1 8**mi,T£»-eil»SIWEJ6£-frfc. £££ 
HRP-conjugate d&iTOX I gfeitffc.tSi&'T: 3 0 ftmfcjfcg i£tz'& 
. ECL+^h (Araershara Pharmacia Biotech tt) 

(3) t hcd i 4 75/gffi&&^&coia§s 

^^.U^mmm^Z^-Z s CD l 4 (l-3 0 7) ©N*«j!i^2 8 3# 
§©75 y SL e u SA la CgiUch h s CD 1 4 (1-3 0 7) 75 / |g 
Mgl&^ffctf'J^^K^ r s CD14 (1-307) L283AJ <hf2*£U 

i©tH cd i4 d-3 0 7) T^smmm&WTSv^z-Yismmzm 
^ai-r-5*jS0!i8 tcia«(D^fetcsevv thcDi4 (1-307) ©1-*© 

S3fC 1 $5WJ2 75/iM»ALfck h s CD 1 4 (1-3 0 7) 75 
J Mtt%3^£*&MttfflJ&T9B5 £tt<5 ^575FSCOS-l *fflli&{Ci»A 
I/, #it hCD 1 4 73yBM«lBS:»*:*WHL/fc. 

. tat hCD 1 4fttt (3 C 1 0) *«r&L&7:7w -m&mtl 5 A (H 
i T r a.pA5A (Ame rsham Pharmacia Biotechtt 

fzt>lZQH8. 0©1M HEPES««fiKK:Tf#nU p H*«f>ttfc Ljfc. # 
ShfrteHRP - c onjugated 3C10 Srffl^fcE I AiiCiD^L 
. CD 1 4a8^#'J'V/3 1 K©#Stt*H#'fca*?L&. 
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(4) [^y^KKcksifissns*] 

«SsCD 1 4 (1 - 3 5 6) 1 ii g/m\*mMm.ffim (pH9. 5) K# 
$?U -fV—Y (Maxi sorp. Nunc) {C3 7*C, 1 BfFflTH*§{t:L£ 
-fV— h&fcftL. 0. 5%BSA/PBSTyDy + >yifc. ^D>>^. 
>^j££Rfc*U (1) tlSUcM^f h'^PBSTl O/ig/mlCSU 

®JD Lfco S^ttT. (J. Histochem. Cytochem. 

22:108 4, 1974 ) ©^ftl:it)W*y^- fcfT^LfcF 1 0 
2 4- 1-3Jt:#:^1 tfg/mLTSJDU 3 7 CT 1 B#p a 1SJS^-&feo 

0. 9%NaCl/0. 5% Twe e n 2 0 T 5 [slifei^U H 2 O z /TM 
B^&^^Tfgfe^-ttTclgO. 5 MgSt®rr-£j££#ikU S^L/tF 10 24 
- 1 - 3ta#©*£ill;eL#:. 

■£©^, H6fC^-TJ:o(c:, F 1 0 2 4 - 1 - 3tn.mt^.^ KA, BTtt 

y^KETttPijt^n-r, f i o 2 4- 1 - 3ftit<DmmT2>mmit2 8 3#a 

(5) [CD 1 4K<k&^mz£.Z>irifo£<Dfig-&9zm] 

-/U—h (Maxisorp. Nunc) fd> 10/ig /m 1 T 3 C 1 0 fcvft 
Sfcttl 0 0<g#$?L£MEM- 1 St/v&SrHffl-ffcU 0. 5%BSA/PBS 

4^&^S:^DLT^STlNfF4S^U^„ «fe^, 105KRS/0. 1% 
Tween-20/PBSl:i» g/m 1 ©^ST^Lfc^kt+v:^-- fcf 
MfcF 1 0 2 4- 1 - 3ta#Sfc«^;l/^-*->y-1f®^3 C 1 0ta#^^SaL 
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. m*lcSfiT?llSIB!¥RJE3-frfc. H 2 0 2 /TMB*tt*Jflt»T 

Hfe^tittO. 5 MttSfTRfcfcfM: U |ytl*4 5 0nm©R»:J:DN 
J-2 100 <B*-f K> ^U-h«3t*«-eWSbfc. 

ifiCtIU;3C 1 O&tfMEM- 1 8trt#:(i j e-n-€ : nw^1t'f h#*7- 
1 1#B©T=/^, 5 7-6 4#l«D75;tT*5i:tJj««6A> , P*5ft6 
, ^Bi^feCD 1 4X9^<Dot>CB 14 (A 7 - 1 1) H3 C 1 0 iSS-git 
?\ £/tCD14 (A 5 7-6 4) ttMEM- 1 8i^bftW s . ffi©CDl 
4^*^<i:tt^-&-r-5. LfctfoT, 3C10/F 1 0 24-1-3^, MEM 
-18/F 1 0 24-1-33S. MEM-18/3C1 0 Jfc<D 3 9HS<E>-y~> H-f 
■yfEL I.SA*©tt***«TS;i£fc.fcO. ■tn-€ ! noift*|£0«S^iStt** 

ItsCDH (1-3 5 6) i^sCDH (1 -3 0 7) 

ft 6n, Sfc. 3C1 OOUfrS-f h^lfcCDl 4 (A 7-1 1) . ME 

M-18rog^hmbfcCD14 (A 5 7-6 4) t'blS'&L. 

s C D 1 4 (1-3 0 7) ©18 0#@©7=>'®M:D 2 8 2#§©7$y^ 

*4-l/ftCD14 (A 1 8 0-2 8 2) fcfctS£Stt*«B»&&ft&. HOCttf* 

<=>. F 1024-l-3taWi3C10, MEM- 1 8 #Mt=£ttR&*#tfln?* 

fe, s cd 1 4 (i-3 0 7) ig&m&tei&ocDi 4x<kmzitmuTm>rz 

tb. ( + ) T^LZi. 

(6) [CD14 7 , 3yR«ftWC#»CJ:*IS«-|t*] 
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±K£R*fcWIJ£*Sffl»'>TCD 1 4 75 y it^»W^ffitt^iS^ 
fc. H8CStJ:i5t:2 9 4#a©75/lSP r oi»6A 1 aCl 

*t5£tl:±t)Fl 0 2 4-l-3ift#©«-&Stt*«*ton. £<0<fc3fca* 
B3C10. MEM- 1 8tft#KttB«&5ftfc*^fc. Fl 024—1 — 3 ta-ffc 
#*CD 1 4 CD 2 9 4#S<D7'P'J >£#-f >hij-?-y3 >t~ -5 £ t(C<fc 0 

£r&L&<&3£<hWu CD 1 4<oat#«jft*«*fl:bfc^fc* $ iRHT?**. 

jj,TF 1 0 2 4- 1 - 3irt^«2 9 4#B©75/»**P r o-TS^-ttCj; 
o T * C# £ £ S B*t L- T ^ * £ £ #93 6 t * -3 • 
(7) tf>yi;:<J:*lfr&WM 
F 1 0 2 4- l-3tt#3^««ir*Xtr h-y*S6lC»«BK»«f-r*SWT? 
, SPOTS (GENOSYS) SffltsTE5>J## 1 CBt©C D 1 4 ©7 5 7 
gSE#^2 4 6#l*&3 4 5#B£T©IW©7 5v'KSB#IKait**. 

R#tUTF 1 0 2 4- l-3ta^^S^^it. «ai«3fcR#tl'Tfl*f7f 
h ->^— ifgliaSi^ >y h I g G F ( a b ' ) j tivffc (Am e r i c a n Q u 
alex Antibodies) fcEJSS-Brfc. «fe»«. «fe«S»JniU»fe 
©*#y h#WatS©*«BLfcti5. F 1 0 2 4- 1 -3tft#**©*# 

y M*»fflsnr. ^y^K^y£>^c<fc9ia#©xfcf] — ys»jg-r*^t 

i(o:tH:Fi 0 24-i-3tt*i«i07S/»l:J:Di* 
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itl&OdtjfcS. Fl 0 2 4-l-3tt#<O»^®«fiE5!|#^i©CDl 

4(02 8 5#gCDT5/if=kO 3 1 5#§©75/lEl:SSl„ 2 9 4#g®7 

fttte^rc. -T&fc)^, Kia^teCD 14C2 9 4#gCDT5>'K^P r oT'$> 
•S^t{;=koT^U#-5S:^^|jgw2 8 5#gC0T5y®EJ:0 3 1 5#i©75 

(HJ£0iJ7) 

fitcD i 4a#*tF i o 2 4-i-3tfi»^mcmm^mT^rcttiz^mu, 

mCDl 4ffifc<D CD 1 4±W!gi6g|$te©$gB£, j£#S0!| 6 T*WrL-£F 10 2 
4 - 1 - 36t^(DXtf h-^SjaS-tJ^C^WLfe. 

77^j^tLt. $^>{c, sm-Amm^mm (Lev, gor iv, 

PREDATOR ) fc«kD«Wrl,fc. 

BLOCKSr-M-7C7D7r^**J:r). IL-l ( 
Accession NO. B L 0 0 5 2 5 3 C) if ©gtftCDig^Itt 

mm&tf$>z>mm$:, 2 6 9#§^£ 3 0 7m^x-<D3 97s.y^mmt^iy 

fc. tr»£ abb a n^rsy was (3t£**> a, q (2 7 1) v ( 

2 7 2) P (2 7 3) L (2 7 6) K (2 7 9) L (2 8 3) L (2 8 5) S ( 
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2 8 6) C (2 8 7) P (2 9 4) E (2 9 8) L (2 9 9) P (3 0 0) E 
(301) N (3 0 4) L (3 0 5) T (3 0 6) T&oTc. 
ZZiZ. I©ffi«©2 8 7#A>&C*Hil«©iB*ytt. LRR (PDB-ID: 
1A4Y:A) t<Dffi|WH4^a</<£^ofe. 

■ *fc»at^C*lifi^*ffi (Le v. GOR IV, PREDATOR ) 

6©fio24-i - 3trt#oxi; i — 7ms. ±Ba»w«t 

0. t hCD 1 4iTLRtO«S-&SrBiS-rS31t^T?#§tn:CD 1 4ini#:CDX 
tf h — ^0*68 tt. t KD 1 4CD2 6 9#a>£>3 1 5SSTO««T?*r3ife.. 



($1H!I8) 

t hCD 1 40C5W«075y*t**LfcCD 1 4 8S*##U'<7 r g L r-* ( 
t hpJ^SCD 1 4 C^^&^tfU^T^K) CDf^S 
(1) [ iSlsCD 1 4*S7"57 5H (PM1 6 5 6) ®#t£] 
*1\ mCD 14ftHtAft<(&«l6T5BS!*ia:*^5X5 FpMl 6 5 0 £$t^ 
Ufc. WO9 8/3 9 4 3 8i:|3t©7'77.5h , pUCH14P-4 ! t0, Xb 
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a I RtfH i nd III »w«fcDfc hCD 1 4 cDNA*fi"trt?Jl. 4kb<DDN 
Am^r^mDtHL. W*L»4Mfflia58?B^^^-T**pcDNA3. 1 (-) ( 
I n v i t r o g e n*t) <DX b a I /H i n dill 1M M:}f ALfc, ^(D^ 
,E. coli Competent Cells (JM10 9 *fflJ5S. TaKa 
Raft) &mtt<D7u Nn'— ;Hrffi^}gJ((E*lxfc», ti;fc3D--$PCR 
JdckOIHBL, |89©mCD14 6»8t5^77$K (pM1 6 5 0) £t#fc 

a 

Jfcfclk hCD 1 4*H*ffl^>/1d7£LT»«3-ti-*;fc«>. GP I T>^J-»J 
^Kl&fifclM' h-C*i>N*Sg^e. 3 2 6#g(DA s ni 3 2 8#gODG 1 y 
(BE3W§-l#{i) t-tti-fnG In. Val fc«*LfcfiiftAflc5B3H^7^3 
HpMl 6 5 eoftftSfrofc. t>xy7^"7-9 (BE^J#^-2 8 

) ty^t^^V-Q ffl?JS^2 9) fcJBH. -hffipM 1 6 5 0 £MF 
itU TaKaRa Ex Taq (TaKaRaffl »c<t 0 9 4 3 0# 
. 5 5tt30S>. 7 £;U£:3 0@|»lJ£LPCRKJS*fTO 

Jt. ifiULfcDNABrtf-SrXh o I tApa L IlciOdoub 1 e dige 
stionU pMl 6 5 0<Z)Xh o I/Ap aL IIM McJfAL*:. J Ml 

0 9 8M6e»*e«l,fc&. itfcnnz-tPCRCiDIBU IfiCsC 
DMSJSSti^SH (PM1 6 5 6) fcftfc. 

(2) [fc HrISSICD 1 4 C*^*S^M U ^S^7X 5 H ( 
pM1658~pM166 2*<fcy!pMl 674~pM1676) CO^^] 
khCD14©C*ffi«t0^tl-en4 9 < 5 6, 6 1. 6 6. 7 1. 1 1 0, 

1 7 3, 2 0 475 (OTsCDH (1 -3 0 7) 
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, s C D 1 4 (1-300) , s CD 1 4 (1-295) , sCD14 (1 - 
290) , s C D 1 4 (1-285) , sCD14 (1-246) , sCD14 
(1-18 3), s CD 1 4 (1 - 1 5 2) ) SHB*L»*«JfiT«iHa-&S 
Ts^ KpMl 6 5 8, pM1 6 7 4, pM1 6 7 5, pM1 6 7 6, pM165 
9, pM 1 6 6 0, pM 1 6 6 2Rtf pM 1 6 6 1 tt0lTO*ffiT«iL&, 

t>^7 r 5^7-9(!:7>3 1 t>X^7'f7-10, 11, 12, 13 
, 14, 15, 16 Xtf i 7 (gB^iJ#^- 30, 31, 32, 33, 34, 35, 

( 

3 6S.IX3 7) SfflVi, (1) T^Stfcy7X5HpM1 6 5 6S;MSiL. 
Pyrobest DNA Polymerase (TaKaRatt) l:<fc?) 9 
S'Ctrloe'. SStTSOg-, 7 2'CTl#<D-y--1'i7JU£3 OlsJJiOjILPC 

&{C*i*gL;fcDNA#rtf-£Xri o I iHi ndlll CiOdoub 1 e d i 
gest ionU 1 %Tliu— 7.V)infmm\z& 0»m»Hl/fc. ifcpM 
1 6 5 6 S[Rl«lCXh o I tH i ndlll TtBft:, »«U #5.nfc^5. 8 k 
1 b©DNA8lftf-£-hiEP CRB/rJtS- 1 i ga t i onlfc. J M 1 0 9 SffiJJSS: J£ 

KIEifcL£«, 4i;fc3D=-tPCRCJ:DIBU lW«CD143fc» 
U^^K^Itliy^X^H (pM1 6 5 8. pM1 6 7 4. pM167 5 
, PM1 6 7 6, PM1 6 5 9, PM1 6 6 0, pMl 6 6 2StfpMl 6 6 1 

) zmrz. 

(3) [cos-i«ij»t?0»?!] 

(1) IBtXS (2) Tf^§aLfey^7.5 b'pMl 6 5 6, pM1658~pMl 
6 6 2&tfpM 1 6 7 4~pM 1 6 7 6SCOS- 1 «Ba(CTtS<D^teT#A L 
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, SCD 1 4 (1-356) , s CD 1 4 (1-307) , sCD14 ( 1 - 
300) , s C D 1 4 (1-295) , sCD14 (1-290) , sCD14 
(1-28 5) , s CD 1 4 (1-246) , sCD14 (1-183) RZfs 
CD14 (1-152) 6»aStfc, tftb^FuGENE 6 (D>^ • # 
<i7#J y ^Xtt) 5 0 u 1 £±fB:/^X^ KDNA^l 2. 

h^i— ^KfifVig'&U 15 0cm 2 7 7X^l:t^ >:7;UX> He*! 
IWcCOS- lfflHSfcjginLfco 5%C0 2 , 3 7t:cD*frTT7 2«pPfliS* 
Lfc^tC, ^*±«S:lHliRLBW<7)CD 1 4^^U^^K^?#fco 

CD 1 4akK##<J^7 r 5 1 H©»a**, tftfc hCD 1 4ft#ftfflV^fcE I A 
iltfflSLfc, t?5:t>%, pH8. 3<£>10mM NaHCOa 1«^:T2 0 
0«*RLfcfitCD 1 4tft«:MEM- 1 8 (MONO S A Nit) S9 6^x;l/y 
h (Maxisorp, Nunctt) tC50/zl /we 1 1 j^JnL, 4t:t' 
T-I$#iLfto ttzMCTifeifrU 0. 5%BSA^PBS" \Z 

*f:we 1 1 + G>»£Bft*U h^>7,^x.^^ 3 >LfcCOS- 1 <D«Ht± 
»Sr5 0 n 1 /we 1 1 jSJPU 2 5^1:6 0 ftffl^ >*o.^— >-3 > lstd&\Z. 
* 0. 1 %Twe e n 2 0 S^tf P B S" t 3 1. 0/ig/mlcDH 

RP-conjugated 3C10trE#:5 0M 1/we 1 lSSJPL, 2 5 
tT6 0^ra<>+^^<"'>3 >«rfTo£. 0. 1 %Twe e n 2 0£#trPB 
S- Tf 5®Mc*a, fgfiSK (TMB) S: 1 0 0 /! 1 /we 1 1 SsSnLS*&T3 

0M***t»i: t ffihtt (lNtw ioo/i i/we l l ^in^s/fc^ 

iLL^o 
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4 5 OnmORfiOBWtS^ai^L. -y->X>KDCDl 4 8feSEf*:#'J H 

(4) [ kM>I*aiCDl 4C*SB^3S3B#sRU^^H©»«] 

(3) KTW&ttfcCD 1 4gkS*#'J^?-F*'&tr«*±»tt» fithC 
D 1 4ta#: (3C10) fclS£Ufc7:7-r=T--f-»«ffl#7A (HiTrap 
A5A (Araersham Pharmacia Biotech th) ) b 

8. 0©i M HEPESltWilSKlT'PlaU p H£4"l4i: b!fc. §I»ttHR 
P- conjugated 3 C 1 0 Sffl^feE I AfcfctCj; t>&£U CD 14 

efe^TP u * y ^ h* £ n s ia#£ aft b . 

(5) [ t nr»a[cDi 4C5MH>c*as3E## , j^7 p 5 l Ho«a] 

CD 1 43fe^#U^7°5 L F<D^*$rfeib hCD 1 4ta# (3 C 1 0 
MEM— 1 8) Zm^fzWe stern b 1 o t t i n g IC<£ OfS&bfc. i" 
fcfc^&CD 1 43$c^fc#U^:/3 L F 30ng/l ane£SDS-po 1 ya 
crylamide gradient gel (5-20% ATTOtt) T 
««*»U PVDFI (B*5 'JztfTtt) fC^>A"^Sr^bfc^. 0. 5% 

Skim Milk£^tfPBS- 3 0 m 1 tTSSTl^D7?>^ 
SJS^fT^, 10m g/m 1 ©3 C 1 0*3^0*1 0 OMRCMEM- 1 8 £gs 
JnbTSSTlR*raSiS$-1±fc:= SetCHRP-c o n j u g a t e d#nr^7. 
I g^#£*MT3 0#-|ll!EJSS-&fc«, ECL kit (Ame r s h am 

Pharmacia Biotec htt) ^ttibfc. ^(Dgg^ #C 

D 1 4&&&#<J'<73 L \ i <Dt\-n±.<DJ:Z2\zrt>\!&8itii2nfz. (HI9) 
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(1) [ s CD 1 4 (1 -3 0 7) OTTS/gJSrB&LTcCD 1 4 'J ^ 

(thsCD 1 4 (1 -3 0 7) TSyRlMftgfeaeflc^Ut^K) 9£B 

*«f»fttf*9MB»«fK:*tr»Ts CD 1 4 (1 -3 0 7) ©N*48*»6 2 8 3# 
1075;*Leu6Alal:lHfcl,ftkhsCD14 (1-30 7) 75^® 

V^Z? 1 ?}** r s CD 1 4 (1- 3 0 7) L2 8 3AJ £E*U 
ftfi©ths CD 1 4 (1 -3 0 7) 75y*«aiaS3E#:ji?U'<7 r 5 t t 4 t>ra*K:E 

thCD 1 4 (1 -3 0 7) ©fi*©#8ffc:i&-5Wi2 7S>'88£&£#A 
LfekFsCDH (1 -3 0 7) 7i y^B^^^U^T^ K£f1W--3 

s CD 1 4 (1 -3 0 7) K2 7 9A^if2>y7X5HpM1 6 7 3ll 
t>X7 , 7-f7-3t7>ft>7y7l , Y-18 3 8 ) »*W*fe 

>X^Y-10 (E5>J#*3 9) t7>ft^^7-fv-4$fflk H*S 
W8- (2) TfPMLfc^^S KpMl 6 5 8*ttSl4:U Py r obe s t 

DNA Polymerase (T a K a R att) »C± 0 9 8*01? 1 0$>, 5 
5tT3 0g\ 7 2-CT l«-©U-f ?)1>Z3 0 iSLP C RS/ftSrfTo 

7>^-fe>X^7'f "7— 1 8 i-fe>xy7-rv- 1 OlCteL y s £3- 
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EJMOttfeOCA 1 aft3-KnEJiJGCT (7>ft>xy7< 7-HAG 
C) Zm^fzo Cft60PCRl:ioT*BSnfcDNABffr*lX7i!fD-7 
y;K^;*l(lCJ:oT»«iiaiRL, Klenow Fragment (TaK 
aRatt) S:ffl^iTDNA»fM-CO*«8*3p»{bL/fc. 

^I^n^^JtCDm ixtur eS»S:, ir>xy^-f 3 t7>5 1 t 
>X^7^7-4^ffl^, ±Etra«©*ftTH«PCRS**fTt?fc. 2SI 
OPCRTiBSn&DNAIffrSXho ItHi ndlll (CiOdoub 1 e 

diges t ionU pMl 6 5 6SXho I i ndlll T^tTSC! 
t(CiDt#e>n^>*tl5. 8 k bODNA(ffri 1 i g a t i onlt JM1 0 
9*MS£:Jg»tEtftL;fct&* ^lifcnp- — StPCRJCJcOWBL/, SWcdCD 1 
4acJE##U^^Ht«aT*^5XS K (pM1 6 7 3) &%fCo 

£1tmfflZ. N*«^5 2 8 2#lOVaK 2 8 3#SOLeu, 2 8 4# 
ecDAsp, 2 8 5#g(DLeu, 2 8 6#g£OSe r, 2 8 7#B<DCys, 
2 8 9#@(DArg, 2 9 4#g(^Pro, 2 9 6#i0Pro, 2 9 4#IS 
t£2 9 6#@<Z>P r o*5WJ3 0 0#gcDP r oSftlfftA 1 a^«&Lfc 
s C D 1 4 (1-307) V282A, sCD14 (1-307) L283A, 
s C D 1 4 (1-307) D2 84A, sCD 1 4 (1-307) L 2 8 5A, 
SCD 1 4 (1 -3 0 7) S 2 8 6A, sCD 1 4 (1 - 3 0 7) C 2 8 7 A, 
s CD 1 4 (1-307) R289A, sCD 1 4 (1-307) P 2 9 4A, 
s CD 1 4 (1-307) P296A, sCD14 (1-307) P 2 9 4/2 
9 6A»4W4sCD 1 4 (1 - 3 0 7) P3 0 OAtXStS^S H (p 
M1 6 6 3, PM1 6 7 7, pM1 6 6 4, pM1 6 7 8, pM1 6 6 5. pM 
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1 6 6 6, pM1 6 6 7, pM1 6 6 9. pMl 6 7 0, pM16 7U5WJ 

pmi 6 7 2) «. ^n^nm^mx-f^y s. smon \*>mfn&A 1 aon 

K>SB?'JGCTa6-5^«GCG (7>^-t>^^^^— teAGCifc-SHteCG 
CE5>J) (C^K./t7>5 1 -fe>X7''7'f T-l 9, 20. 21, 22. 23, 24 
. 2 5. 2 6, 2 7, 2 8 ££££2 9 (EW^4 0, 41. 42, 43, 44 
, 45, 4 6, 47, 4 8, 49&tf50) t-t^X^-fV- 1 1 , 12. 1 
3, 14. 15. 16. 17. 18, 19, 2 0:}3ckOf2 1 (E5U##5 1. 5 
2, 5 3, 5 4, 5 5, 5 6. 5 7, 5 8. 5 9. 6 0£.t*61) £fflt^, pM 
1 6 7 3 tl^ftCJStfflSLfc. 
$<=>(CsCD14 (1 -3 0 7) R2 8 9DSr^$-a-^>^^X= H (pMl 

6 6 8) hmmzmrnvrco d©^. as p^oaiiofejiAr goa h>bh^»j 

(AG A) SAsp03K>E5iJGAT (7>f tVX^-f V-iiATC) {C 
^fc-fe^'XT^'f V-2 2 (iEJ>J#^6 2) R^T^t^y^-fT-S 0 
(ffi?>J#^6 3) ftffll^fc. 

2 8 6SiOSe rSrCys. G 1 y, Thr, Leu iZ^tl-^tlWt 

»LfcaaBflc*5Bs-r*^7^3 Htfp«Lfc. «§*s«sCDi4 (1-3 

0 7) S 2 8 6A^a^5X5 KO«»tra*-C. C y s 

7-TV-2 3 (i^J#^6 4) RtfT^il^:/^ V— 3 1 (E?iJ##6 5 
) *JBV\fc. Glyli©i^lit>X7'7^7-2 4 (BEJIJ#^6 6) StfZ 
>ft>X7'7'fT-3 2 (IB3WI6 7) Sr. T h r ->7.~f=> 
-f-T—2 5 (§i^mn6 8) RZf7>^±>7.Zf^-i-7—3 3 (I2J'J#^6 9 
) ft. L e u >7.7^-fv— 2 6 (6B#|#-^7 0) SZ>*T>^-fe 
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(2) [ thsCD 1 4 (1 -3 0 7) 75 'J ^^FO^S 
th75/SiIsCD 1 4 (1 - 3 0 7) KfMU^f h'CCOS - 1 

o 

#CD 1 45feS5#:^'J^^ , 5 1 K©^*2r*lS:^2{C^T. 
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*1 



thsCD14(1-307)T5yR«»aK*7t?'J^^Ka> 



cos-i mffitm±tn+ 

Name TCD^SS • 

( 



sCDH (1-356) 


3.38 


SCD14 (1-307) 


2.99 


sCD14(l-307)L283A 


0.44 


sCD14(l-307)D284A 


0.46 


sCD14(l-307)L285A 


0.11 


SCD14 (1-307) S286A 


0.80 


sCDH (1-307) C287A 


2.44 


SCD14 (1-307) N288A 


0.11 


sCM4 (1-307) R289A 


0.51 


SCD14 (1-307) R289D 


0.96 


sCD14(l-307)P294A 


0.69 


sCD14(l-307)P296A 


0.60 


sCD14(l-307)P294/296A 


0.67 


sCD14(l-307)P300A 
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t h75/&gifesCDH (1-307) BfelgtotfU^^FCD 



Name 



Expression in 
COS cells 
ue/al) 



sCD14(l- 307)SZ86A 
sCD14(l- 307)S286C 
SCD140- 307)S286G 
SCD140- 307)S286T 
sCD14(l- 307)S286L 



0. 80 
4. 36 
0.178 
6. OS 
0. 076 



s CD 1 4 (1-307) P300 AT«±ft4» ^©fgsiA*5iire#ft#>-?fc 

. 2<b\Z. %Sa©iS^-37cs CD 1 4 (1-3 0 7) S 2 8 6 L£tf1-<Z>C D 1 
4 (1-3 0 7) 35t#^U^Ri^7X5H^h7>X7i^y3>L 

fccos- i^m^m^^mmms- (4) tmm<D%m-cmmvfr. 
3) bhscDi4 d-307) T^ymmm^^u^^^omm 

#CD 1 4&^##U^7 P 3 1 KCD&ffi«nM!CD 1 4 C^iK^t&^ifiU 
^^Kco^tHi^co^TWe stern b 1 o t t i n g Ccfc OfToit 

. thsCDi4 d-307) 7s.ymmmm^j^y^^it±xs cd 

1 4 (1-3 0 7) tlBH^^Sfc^Lfco 
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mmm i o > 

cd i 4efe^##u^^h*w i L-6m±m.mi£\t 

9 0 0 n g/m 1OF 1 0 2 4- 1- 3ir[&4 0 u 1 i&jD0>f5fc>D £ 9 0 0 n 
g/ml©CD14 U^f K40/il gsin Lifc£Jl*k 3 (CfBiE 

I L-6g£BESS1±«s CD 1 4 (1 -2 8 5) . s CD 1 4 (1-246 
) S^sCDH (1-183) T-?-n^n67. 5> 4 5. 4, 4 2. 6 %Tf 

. «t>3i^ia«ett*^ufccDi 4aaE»#u^7 r 5 i Ktts cd 1 4 . u- 

2 8 5) T&ofc. 

ifc, SCD1 4 (1 -3 0 7) D2 8 4A. sCD 1 4 (1- 3 0 7) S2 
8 6AT^tl-^n8 1. 3, 7 9. 6 X£atWHSStea**Sftfc. SfesCD 

1 4 (1 -3 0 7) C 2 8 7 AT?fi2 4. 4 % £SHfiHfeW*IBS*1fc. 

Sfc* 2 8 6SI©S e r©3t^ft©Eiffitttt s CD 1 4 (1-3 0 7) S 

2 8 6G^-S?I< 1 SCD 1 4 (1-307) S2 8 6CttsCD14 (1 

- 3 o 7) s 2 8 6 Aizw^m^mmm^^vrz. 
(mmm 1 1 > 

C D 1 4 Bfe^Jl? U HfflIL-6 S*gt#S1± 

CD 1 4Sa«M*U^:/9 l Fa»HUVECIM6fc: I L-6MiMtt^t 
C«fflJiaSr 9 6Cx;P:7V--hK:#*a*. 2 4ltlHMMiL;fc«lC. TOCDl 
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4SI*Sl/fck hJfiLff £7 %^tSRPM 1 1 6 4 0«tfJ*2 0 u K 1 2 0 n g 
/ml^LPS (E. col i 0 5 5:B5, Difc oft) 1 0 u 1 Rtf 9 
0 Ong/m 1 CDC D 1 4 B»E## U K 4 0 m 1 *^x;Hc»JnUfc. * 

0SSPA#*£fTo&«, **i»tOIL-6Sh"uman IL-6 
EI A k i t (PE Biosys temstt) TlttLfc, 

3 K^T. HtBftll OTI L-6Bfgi**Sa*ofts CD 
14 (1-356) , s C D 1 4 (1-307) Xtf s CD14 (1-152) 
Ml:IfSttS:SLfcsCD14 (1-18 3) RtfsCDU (1-3 0 7 

) c 2 8 7 at i l - 6 (om^mmm^titt. 

S»«10TIf8ttSSU&sCD 1 4 (1-24 6) , sCD14 (1- 
285), s CD 1 4 (1-307) D284 ATkJS sCD14 (1-307) 
S 2 8 6ATH I L- 6 ©S*ttM£<0#tBIK# (50pg/ml) OTtS 
^fco f&fo^ sCD 1 4 (1-2 4 6) , s CD 1 4 (1 -2 8 5) , sC 
D14 (1-307) D284A, sCD1 4 (1-307) S 2 8 6AR^s 
CD 1 4 (1 -3 0 7) S 2 8 6 CtiLP SffffiTT I L - 6M^M#tf , 
jfo»a*TiJ»S!CD 1 4iLPSfcO«ft<H:J;5 I L- 6M££BST£ 
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PCT/JP01/02869 



3 

300ng/mLt?(DIL-6^^M (pg/mL) 



sCD 14(1 -356) 


216 


sCD14(1-307) 


203 


sCD 14(1 -285) 




sCD14(1-246) 




sCD 14(1 -183) 


86.7 


sCD1 4(1-1 52) 


149 


sCD14(1-307)D284A 




sCD14(1-307)S286A 




sCD14(1-307)S286C 




sCD 14(1 -307)0287 A 


76.0 


jfiOLJtS* pTJ§MCD1 4(g^a 
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(*«m 4) 

(1) [4 9 kD ai»Ti«)CD 1 4iaiw^^-ti«^s 

] 

®4 9kDalWCD 1 4«a«C**«**^ F©fl* 

1 fcKiW) 3 1 6#B*»&3 2 8#BOE59*. ftUEKttfflT* 4 9 

6fc*. C«i:-^r^^Xtfc. ^HOMttABI 4 3 2A^ 
ffiU CISlffiHPLC (CAPCELL-PAK, X£ft> 

©TfP«b^^Hft*B*Tl 0mg/mLC8iU 1 Omg/mLCD 
7H5Fft+"*HWJ>^K^7^> (KLH. PIERCE) 
ftflftbfc. NAP-10*7A (7rM'/7) TBHIl 

^FlS^'JTiW (KT. ^fl 3-KLHfclB» *#fc. « 

® 4 9kDa«»Ti«)CD 1 4i6«*»W^D-^*Ofl« 
tn«fc«M**ffofc. HATiS* (GIBCO) K«A^U H-V* 



W ° 01/72993 PCT/JP0,/02 8 69 

1 0 4 

i»RU llf«, ttJft^t KDl 4I6RiK«t5S#tl4l,Tt>5y\ 

S-TO. 0 1M«ffi^(pH9. 5) K«fcBlt«L;fcfcifcAfchCDl 4 
»a*ftltf g/mL»C#RU -fA/^l^-h (Max isorb, NUNC 
) ©**XJl*:5 0tfLjfe[lDLfc. 3 7C-ei«FMSi6», -Y *>35g|*-e 5 Isf 
ft«*U 0. 5%BSAS^tfPBS^XJWC10 0 W L*jDL^ny + > 

x;Hc»lnL3 T-CTl^S^^-B:^. 0. 0SXTween2 O^tft 
«*tt&kT3®ftifH,fc. ^kt+S^-tfWa^ry S< ^P^U >tn# 
(DAKO) tl 0 0 OmiZ^mis&VJLMz 

souLmmvrz. 3 7 ct ir»mej&&. iwHSfrstim^Lo. oi^iasffk 

0. 5M«fl»»«T?R«tflfitb. ?V-h$»tt3fcftW- (NJ-210 
*©CD 1 4»&»£fijfcUjfc/vf K-T<£r^tf^x;U (F 1025-4- 

«RLfc/W:7y H-7S1.0XFCS/RPMI-1 6 4 0«« (G I BC 
O) X-mmm:. Hybri doraa-SFM^ift (G I BCO) Tig* 

Pros ep-G^7A (BiopTosses i n g) Zm^Ttri 
ttfiLfcF 1 0 2 5-4-ltt#©it^-f ^ti^y HgGl 

®HRP*ittft#©fpH 
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(mmmi 2> 

, 's/tiJ^SjRDnbfct h5ft«lJll2 0 0ml *PBS" T2«fC#fRL. Fic 
oil Paque (Ame r s h am Pharmacia Biotech 
tt) 21mll:28ml -T^MB L-fc. SB. 1 5 0 0 r p mT 3 0 
fg, ^KJ*Si^*lHli|5lLit. ^UMACSyXfA (HI— ■ffc^.Stt) 

amtttcD 1 4tt#«ftif-x (jB-ft^maa) tKjss-ttfcgnc, 

5AR S + (M— ft^iStr.) £/BW CD 1 4|^^flS«:#v ? 7 i >r :7-tr U# -> 

#6ftfc*«^*n:7 7— ^fttf*J*«:2XCD 1 4w/oHS/RPM I Id 
#jffi£-fr. 0. 5X10 5 eel Is /we 11 (50^1 /we 1 1 ) T'9 6 
HKlttAa*, 37t, 5 %C0 2 OfffTT2 4ttMML 

SimmCD 1 4£Rfc£LTct hlMff£7%#tfRPM 1 1 6 4 0 
K 12 0 n g/m 1 (DL PS (E. col i 0 5 5 :B5, Difcott) 
1 0 At 1 R£#ffi*©*g?<&CD l 4 3fc£##'J^:7^F4 0 jtt 1 fc^xJUCi&bn 
l,S&K4l$W**fcfTofcffe» ««±StOTNFaShTNF-o ELI 
SA SYSTEM (Ame r s h am Pharmacia Biotech 
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«fc*HRLfc«§t±J*5 0 u 1 MCi&L. 5 0 m 1 ©k'^Xbtri 

*»tt*UDAT*fiT2l^fllJ»«bfc. £JES:?££|&5£L4 0 0« 1 /we 1 1 © 

LfcXhU-yhTfv 5 ^^*! 00/t liPA. 3&K£fiT?3 0$HW»«L& 

0 0 m 1 £iP*.SJ&£f?.ltU 4 5 0 nm©&fi©©3fca£«i5£U TNFai 

( 

mmmi oti L-6S£H*ett©ji.e>ttfcb:hnjig§JCD 1 4 

C^^MU^^f s CD 1 4 (1-2 8 5). s CD 1 4 ( 

1-246) , SCD14 (1-183) RCXt H s C D 1 4 (1-307) T 
5 y^IiSSt^ft* 'J s C D 1 4 (1-3 0 7) D2 8 4A, s 

CD14 (1-307) S 2 8 6 AtTNF aMEf ffittWESnfe. (0 

1 3) 

I 

mmm 13) 

CD 1 4&^fc#y^y^KcDt: h T L R 4^^»g^^*5it^N F- k 
HiS^2 (2) ©tB«t|lI«(C. s CD 1 4 (1 -3 0 7) S 2 8 6 C£ffll^ 

x. t h t l r 4 9£M&nm&mz$>vz> nf-kb sttftii&fttmsfTo 

^W^m, SCD 1 4 (1-307) S2 8 6Cte. ^M^ft#WlCWJStt 
( SI 14) 
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fclO OmMroja3->*»*»llOb2 5*CT"2 0#M£JfcLfc. EJ«3»7« 1 . 
S%x.W>ifVn-)\,&fflR\s2 5t?l 0 #MEfc%^ mMRBtff «tt (p 
H4. 4) IZttLTMffiLtc, »SF 1 0 2 5-4- liftfrfcl OmMj^S?ilg» 
ft (pH9. 5) TiSflrU 0. 5mgK*fLTlM&BM8«tt (pH9. 5) 
fcaSlDLTgttffcl/fc 0 . 5mg<D^;k**^-i?S*ft^ft©tt#.£**fc: 
5tn?2l*IBlE«Ufc. 4mg/mL©**flS*»>*^- h 'J £A£gs»P 
t S 6 K 2 BR 4 Lfc. £Jfoil££ PBS Cl^U^^t* tfRMfc 

(2) [ F 1 0 2 4 - 1 - 3in.ft-<DmWm®<Dmffi] 
®ffi^^.TLR4cD^ 

COS- lfflffi. (ATCC :CRL1150) £3xl0 ! - eel 1 s/75 
cm 2 CD7^7.ntc^aL, 3 7"C5%C0 2 T^— g^^Lfc SB, ^IJS 
#J2 (1) 6Bt0^7X$KpCDNAT4SfflUTFuGENE6 (R o c h 
e) IBiffl^oha-;H;lt!5bt6. 2 5 u g DNA:25«1 FuG 
ENE 6CDJt^TS-&L, UFBS/DMEM (S i gma, &if)V3— X) 
2:1 5mLj^iDLfc75^=lCJP^.. 3 7'C5%C0 2 7T4 8^Silft. 

^7X5 F£^S£«r»TH«fcttffU;fcCOS- 1 IBMSfc*;*?^ 
hD-Jkbfc. TLR4^S«fitt±lC$BKLfcCOS-l>njl6 (KT. T 
LR4-COSifB«TS) . Rtf5fiSbT^&V»COS- 1 MJK©±**ft«EiH 
U PBS- (S i gma) T2 lelffl^Sr^L^:. %EDTA/PBS 
" »5m laSjSOU -t;UX^U"fA-- (COSTAR) fefflU 
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?>l:5mL©PBS-T«c)fb, 5 OmL Sited in lOOOrpmtlO 

flJWit'frU «Bia*«tlft*-a-fc«±fll*«illL. 2 HP BS-TlifflJ®£& 
*fcifei£L*:IMB&4 0 ym©tJ^ hK±— (FALCON) T?5 

j&U TO^**^> hLfe. — git'fcU 5xio 5 eel l's/mLtfti 
«k "5 fC P B S - "CWR L 4 < CT?«# Lfc Q 

<zwtF i Tcmmi&fc*yzf<i>wm 

BIACORE3 0 0 0 (BIACOREffl ©fiPtfrfcGMJ-TS^y :/±©-tr 
ACttFITCt/fn-t;!** (OEMconcepttt) ^S/tftrT-Sfc 
». tfT37ttvr:a7;HCfiei». NHS/EDCg« (B IACOREtfc) lC 
«fc«3-fe;U*7»|ID}Sttfl:«, pH6. 0©H«iI«Mn?5 0/£e/mLte»^RL• 
£. 

®F ITC-LPS/CD 1 4m<£fc<DfflM 

PBS-( pH7. 4) T6 (ig/mLCfliLfcF ITC-LPS (Sig 
ma, Serotype0111:B4) £.m&m 8 -cmMVfc®.&1&%. s CD 
14 (1-35 6) 3 0 0/i g/mLSl : 1 fi£U 3 7"CT'3 0»M»«"r 
SutlCiOSM^Lfc. 1S-&#CO^fig«StF I TCta^affifb^U- K 
£ (1) TiSML^c^;i/^-*i>^-iflii^iaCD 1 4tr[ft: (F 1 0 2 5-4-1 
) SI^&ELISAJSTtBlt. T&fo-fe, taF I TCfit#£l 0*tg/m 
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Lfc. ^CIWLftF I TC-LPS/CD1 4«^*, FITC-LPS, s 
CD 1 A(DZW&<»V>Zf)V*iKfommtVX-MzmuL, 3 7"CTH$HIKJS 

1 4*n#<t£Jfc;*-tf\ ttfgTMB^filSW (B i oF i x, 7t3y) £ 
J;9£J£31*\ jMtef6fe#»Snjfc§WHr"7?, WRT?EJ6£fM:U 4 5 0 nm 
©EfcftK&jlteLfc. tO&g:, FITC-LPS. sCD14f»tli«S 
©±#**a6n&^<mc*fL-TF ITC-LPS/CD 1 4a^fttr©MM 

HfiLfcF I TC-LPS/CD 1 4«£-&£^-;/ ^K^U #{CHBS 
-EP^flf^trl 3 0 p. %/vc\\.\ZJfcW^Tz.Y 1 0 2 4 - 1 - 3 tn.&&-1 >z?x. 
££bB^fcU7tCD 1 4fC^#£i|g^L>t„ *l:TL R 4 -CO SjfflBS, n> 
hD— ^£UTCOS*fflB&£a5iJDU TLR4-COStt- C O Sjfflfl§©Sg-g- 

SSUTViS. -Tftfr^ -feJUKLP S/CD 1 4^#a^£^T3££fC=k9 

>t> ©±##fis£ rut. mzcos mmx-a 
#>x©_t# (2ooru) is^««iM8$nfc. lps/cdh 

£<=>f:COS«£. TOLL4-COS«BS5t§t, tt^tUZ 
>X<D±W (TOLL4-COSSHST1 3 6RU, COS»&Tl 1 5 RU) 
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~dTZo ^©CtlJF 1 0 2 4- 1 -3St##*CD 1 4l:fi6t4^tl:<k!3. T 
LR4 tCD 1 4(D^-&^Ea*$nfcClt?r^LTi5 0. F 1 0 2 4-l-3ta 
#^W«1#TLR4(DCD 1 4-^«>lli-&B*CJ:S^t*«W6*i:>a:ofc. 
S^OffUM: (F 1 0 24- 1-3KMIT(DTLR4-COS (TOLL 
4-COS) fflm<D]sZtf>7>) - { (F 1 0 2 4- l- 3ta#l»-&l^©TOL 
L4-COS^BSC0I/X^>X) - (F 1 0 2 4- 1 - 3 ta#^&&#cD C O S Jffl , 
JigC01/7>*>X) }/ (Fl 0 2 4-l-3ia#&L-Ctf>TOLL4-COSiiffl 
flg©UX*>X) XI 00 (%) (CckO^ffiLfc. 
( 2 ) [ C D 1 4 U K ORtfttMftOftWf] 

B I ACORE 3 0 0 0 (DMVUz^.m'T^y -?±<D1zMZ s CD 1 4 ( 1 - 

3 5 6) zmfeitTZTzib. Myny^—3.y jnctt^, nhs/edcm 

( hiT 3 7) tCl<fc 0 -fe;^ 1 4 ^ffittte^, p H 4 . 0 CDgf 2 0 0 

i 

/ig/mLI:fRl/fcsCD 1 4( 1-3 5 6) ^a7M»'ii'V3> 
fttCcfcOSsiDLs CD 1 4( 1 -3 5 6) X^^— ;U7S >JC«k 0 

yn-y+>y^fTofc. 'J77 isyzitmyim-tDi&femvrc. 

©CD 1 4/LPS/TLR4?t£#:©^j£ 

■IKbfc^y^B I ACORE 3 0 0 OlCttBU If 7 3 TthTXa-T^tC 
fi£t^ HBS-EPig®^ (b*73T) £ffl(^Tl 0 wL/m i n(E>S^^i^■^-fc>' 
-^^-^5A£:ffl£iL7 t c,, ST. s C D 1 4 (1-30 7) (S286C) 10/i 
g/mL, COSifflfi&l. 7 x l 0 5 eel 1 s/mL, Tol 14- COSi 
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JSl. 7 X 1 0 s eel 1 s/mL^^-n^nSxiL-O^x^ bLfctC^, 
3ftfesCD1 4( 1 -3 5 6) ^©IS^ttKRaftfcj&^fc. ifclC, s CD 
1 4 ( 1 -3 5 6) tJHCLPS (S i gma, Serotype055 :B5 
) Sri M L/mL<OSE^1r3 0 wL^yii' KL^Jt, UfcttT 1 Xk hjfe 
» (bJ^SCD 1 4SrHM0!l3|B«fe©^{Cj;O^L^: ; fo©) Sr^&PBS- 
T?l. 7xi0 5 cell s/mLKmSSLfcTo 1 1 4 - CO SiffflJjaS: 5 /jL 
l'>^ii'->3>H PS/CD 1 4/TLR4m-£i£<DMl%&m3-&fz£Z?> 
, ISftlWIBSnfc. (016). 

2M9 1 *S'7>**«T?**fl:*a?Ji«, L P S *H*#TWflE*S£Ufc. & 

{C. 1. 7 x l 0 5 c e 1 1 s/mLCOTo 1 1 4 - CO Sifflfl&t 3 3 u g/m 
L©sCD1 4 (1 -3 0 7) ( S 2 8 6C) £ffl^U ^-C2 0^SJtS^ 
LPSM>vi?>/3>8Ti, ^©S^MSIlOtfL/min 
TSfiL-O-^x^Mttu^. s C D 1 4 (1 -3 0 7) ( S 2 8 6 C) # 
ftTtlJTo 1 1 4 -COS MBS© s CD14( 1-35 6) /L P S«-&#^ 

o&'Sms.tei o o ^ffli^j^nfe,, (016) 
mmm 1 5 ) 

LPSiB^HS* 

s CD 1 4 (1-356). s CD 1 4 (1-307) $>Z>Wts CD 1 4 ( 
1-30 7) S286A (§^®S2 0 u g/ml) iLPS (ft&S 1 0 0 u 
g/ml) £?g£-U 3 7 < CT1 6 PfBiH >+i^— y 3 >Lfc. dne>cDRjS 
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m&7. SXOSDSiSiDpolyac ryl amide gel (ATT 
Ott) CT3 0 0 VSBE7?5WfPJJ*»Lfc»CP VDFMi:^>Ai7*g¥Lfc 

tfflM<Djjm-e\V e stern b 1 o t t i n g&'n^. 
s CD 1 4 ©A> F£:&till^7co fcfc'l. taCD 1 4ta#i LTtt, f*8L.£fll 

5v httt hCD 1 4iaJfil»£, *fc2*tafttbT(JHRP-c onjuga 
t e dirC^y h I g£i#: (DAKOtt) Srffl^fc. 

SCD 1 4 (1-3 5 6) . s CD 1 4 (1 -3 0 7) &.tfsCD 

14 (i-3 0 7) s 2 8 6A©^Ti:*nT» : ft©g(ft!iJie.n, en era: 

LPS £ tOTiBStlfc. (017) 

(Stisey i 6 ) 

t hjfiL<fE&*nJigMCD 1 4ffi^a*U^^-|<01l« 
(1) [ t hjlii«f**lI»SCD 1 4te*^p«#U"<:/3 l H©»«] 

*r. HSS0J8- (4) ^-r^teTtt^Lxfct hifiimS*<DpJ^CD 1 4$: 
, F 1 0 2 4 - 1 - 3tt#Stt^Ufc7:7*=5^— IMMlJ&^A (H i T r a 
p^j^A, Ame rshamPharmac i a B i o t e c hft) IC^LTiS 

U *Jfi«8»C|3*Lfcfi[CD 1 4tt#SfflHifcE I Aft»C*OaUE*ftJEbfc 

. Jfcfflf SOTiSCD 1 4<S^a^illlft4 ] CDpJ^SCD 1 4±WC 
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(2) [ t hjfe^iJfepJig^CD 1 4i£» J Fa^U^y5 1 KCD^aj] 
(1) (C^T^ffiTff'ittTct: hlfitff6&3e5Ji£MCD l 4 <D&ftW<Dft^m$: 
Jut hCD 1 AiKW (3 C 1 O&JcDt'MEM- 1 8) £ffl(^7cWe s t e r n b 
lot t i nglCfcOaiBLfc. tfttoSt hJfe?***oJ?§SCD 1 4£-B££ 
' SS#J 8 ( 5 ) KSf ^ffiT^W L&. ^W*g^^0 1 8 tC^-T. 

^©SI. t hAff S^pJ^MCD 1 4te4 9 kD a, 55kDa©fil ( 
Lanel) fc, k HjfcJ»S*Rr»IHCD 1 4fiiH^I# 'J^^ KI43 6 kD 
afflfitM> H**»aj£nfc (L a n e 2) . 

*&. CD 1 4<£^«^>J^y^HfiSISE«aj8TfPffiL7cCD 1 4gSc^#:# 
U^y^H (H9) ©SCD14 (1-285) tsCD14 (1-246) <D 

CD 1 4ffl7#|£»07S/W4«»3nw«Ct*tt))J»5 i Jltl6«t0. 
CD 1 4fi»flUCD 1 4©N5KSffi«l~6T*0. C*$§g«2 4 6-2 8 5 
©B! (C a& -5 H t tffrfr o 7c . 

fc*. lih^mm^mmCD 1 4 (Lanel) l:^T3 6kDa®5HF 
««UiSn&lf»Ol44 9 kDa. 5 5 k D a ©a^lcjfr*. fc: h-JfiLm**i5JigS 
CD 1 4l:^tn5 3 6kDa0^f«lCDtfeTi65. 

££>l£\ ftt>tlfzlkffi&%:~5jmMCD 1 4ffi^iBj}?iJ^y^H lOOng/ 
laneJSDS-polyacry lamide gradient gel 
(5-20% ATTOft) TMtswMfcU 2D-«*fit»8- I I rfg-j * 

jfepJ^SCD 1 4fi^HPB#U^?-KH3 6± 5 kD aOffiBtC^^D-F 
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(mmm 1 7 > 

CD 1 4<£#^«<DiMgSI&«ffitt 

b HjfiLSrt^aBS&HUVEC (Hfti&JItt) £*5£#J 3 t^T^ftTiiJgftU 
2 %CD 1 4w/oHS/RPM I lc!S*§LT5 x 1 0 4 cells /we 1 1 
(50(il /we 1 1 ) T?9 6 ^iJl/7 p l'- h tCttAj^*- 3 7t:> 5 %CO z <D 

3 6 n g/m lOLPS (E. col i 0 5 5 : B5, Difcotfc) 10 
tf 1, :ni:7. 2jtg/ml©Iix.MilCD14 (sCD14 (1-3 
5 6) ) S:^ffiT?5 0 At 1 . <=>£ 9 . 6 u g/m 1 CDb hJfofSS^'i'J 

giCD 1 4(B;^a# , J^7'^h*«:J0^.fcig'&^5 0 w 1 SrSsJlDU »M§JC 
D 1 4£R&£Lfch hJfilff£ 14%. WCy cloheximide (Sig 
matt) 5 14 4m g/m 1 ^"tJRPM I 164 Olgife* lOftl SsiDLT. 1 

^SpLT4B#P B 1^6t'Jg*^. 1 2 0 m 1 © "ISftilffi (n->a-y<7^7, 
7-4 y^Xtt) 1 g&Bt/WKgi^ 6 0 0nmO®*gS;iglTailg 

^CD^m*0 1 9 t^T. SCD1 4 (1-356) m3£T"(i±12^#Tfc43 

i^T5 3 %mmm&&^vtzrf. cdi 4<g:^a# | j^> , '^H<D^jptc<to«B 
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(*1«18) 

c d 1 4 i&ft? a© i l - 6 m£.m.mm& 

9 0 0 n g/m 10F1O24-1 - 3Jn#:4 0 u 1 §s;&n©ftb 9 K 9 0 0 n 
g/m 1 CD 1 4&ftTm4 0 u 1 muVrc&,9Y, ^JS^J3(C|2«E©^r*tra 

^r<DM^mi OtC^T. CD 1 4<£^»CDI L - 6 ffi£lfi*fiH4te 8 6 . 

7 %-e&^>fc. 

(*JS0>J 1 9) 

C D 1 4 ®$HMlCD I L - 6 m^m^ftit 

9 0 0 ng/m 1 ©CD 1 4 U H 4 0 1 ^JjDCDf^t) 0 9 0 
0 n g/m 1 ©CD 1 4{£# J P«4 0 ai 1 iSsiPbfcU-U'k 1 1 tc|2®©^ 

-?•©«!§*£* 3 K^T. C D 1 4 {£#^»© I L - 6 ©ig£te$j/g©*fetijlK# 

(5 o p g/m i ) £rr?a&-pjfc. 
(mm&i2 o) 

(1) TllfcHEKT 4—1 45:2 4 we ! !-plate^. 8 
x 1 0 s eel 1 s/we 1 1 £%0!I2 (2) £H*»CF 1024 

-l-3a&3V>tesCDl 4 (1 -3 0 7) S 2 8 6 COHHtTfeK tt##*E 
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TtLPs/scDi4-e»Lfc. 2 ommmizt%m±.m*\Ewv. ±m*(D 

I L-8MI5E I Afc:«fcoT*Bl,fc. ^(DfaSk. F 10 2.4-1-3. s 
CD14 (1-307) S286 *ia2dWft#WtcaHMStt**Lfc. 
(02 0) 

mmm 2 1 ) 

i±m&mm&i&ft\zmm>-znz> 1 l- 6M±m«i£& 

thSft*«U-3 7 3MG (ATCC) $0. 05% Trypsin 
, 0. 5 3mM EDTAS^PBS" TSdgf^. RPM I 1 6 4 Oi&iffi Oil 
^/#^7.tt) {~T®iSU 3X10' eel 1 s/we 11 (100/il/ 
we 1 1 ) T96 ^x^^U— Mc«*&*3 7t:. 5%C02©*frTT'2 4 
«fW»*Lfc. RPMI 1 6 4 0M$7 0« 1. l(ig/ml (w/v)<75S 
taphylo coccus aureus cell suspendion 
(Sigma It) 10(il, 5 u g/m 10sCD1 4 (1 — 356) £ 1 0 « 
1 mSl 0 u g/m 1 (DC D 1 4 8fc«#*«J'<^Heix<ttF 10 2 4-1- 
3fit#l 0 u 1 StfaUMcSSJnU SS£2 0«SIHMF*&frofc», lg§i±fil4 1 
L-6Shuman IL-6 E I A kit (IL-6 Eli-pa 
i r : G I BCO B R Ltt) -p«£l/t. CD 1 4Bfc£ 

fWjt^r 1 , F 1 0 2 4- 1 - 3ta#:<75f^feOt' s CD 1 4 (1 -3 5 6) 

I L — 6 (OfflfeU human IL-6 E I A k i t SsfaCD^P h n— ;U 
fcft^, fr^fc. T&fc)^, 1% (w/v) BS A/PBS (-) 4 
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LTcmm±m5 OmI^I L- &iKfommt7°U- Hc#U h'^Mbtitt K 
IL-6Mft50/il £fl0*.3 7t:-C6 0»P a K>+a'<->3>Uc. -^CO^ 
. K/fc?i££:|!&£L4 0 0 w 1 /we 1 1 (DO. 0 5% (v/v) Twe e n- 2 
0/PBS (-) 1?3[Hli5fe^L> "WM-^S/^— V&mmistcZ H/^h7fy 
>mffc& 1 0 0 w 1 /we 1 1 to*. $ £>K3 7*0, 2 >+i^— -> 3 

>S:ffofe„ ifc^&fgfeSft (TMB) 5:1 0 0 (i 1 /we 1 1 SrSsjiOL^fiT 

1 5 frPelSJftS-frJtlg};:. &ltm ( 1 M HC1) IOOmI /w e 1 1 SrJP^ 
SiS^ihL-fe. 4 5 0 nm(DfcftCD©3fcg£i!;£U ■y->^";U4 3 © I L - 6 W 

fO^I$02 1l;iLt. s CD 1 4 (1-30 7) S 2 8 6 CRtfF 1 0 

2 4-i-3^©iL-6^ffi$stt«-?-n j en4 8. usotss. 2% 

d©^m<tf3, CD 1 4 &2£&# U 7°?- FiS^ZSF 1 0 2 4-1 -3^5 

(mmm 22) 

F1024-1-3 iHW<D5tmRfo®.<Dmm 

%LtfHfE.m® : t7 : MZ$>»2>F l 0 2 4- 1 - 3fn.te<D&mV£&W*>frlZ-fZ>g 
1 0 2 4- l-3tSx#©&«i!j'B5ffi*CD 1 4 £ L 
„ Sf, fcl-sCDl4 (1-35 6) ^SOng/^i^T-yiz-h (Maxiso 
rp. Nunc) KHfflftsU 0. 5 %B S A/P B ST'^ o >y + >^Lfc 0 
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O&Skm&P B S-efSHftL- ^;U^->^— ifg^F 1024-1-3 
l"- h * 3 7 tf 1 IfclHJRjfcU Jfe^arC 5 ielfttt^. 0 . 0 2 

cD^^m 2 2 K^-r. 

-ew^m. F1024-1- 3Si^:CDt hCD 1 4 'nOSS"^^-^"-? 5 2 % 
F1 02 4-l-3i([*f4W^ -f*, -0-JKDCD 1 4 fcXSSEJBttfcjSLifc 

o 

^■th* Ua-^7>Hefel. ritlli^X) ^X, 2. 2 k g tfXSMU; 0 
^^4 £ ^JfalmL^^/1U>Tj|ie,Lfc->'J>> > TSJfilLfeo lOOtfLKlO 
mLCDTr i s/NH« C 1 »tt£UnA, »jHl£-&, 3SofclHiaS)-H*J8'Cfl/T 
HJiRL/r. *fefc«HflS5:5%^jfii}f/0. 1%EDTA/PBS-^D^*> 

*(CfflflSSrlmL0 5 0. 1 %EDTA/PB S-C1ILF 1 0 

24-l-3tr[#:> t h s CD 1 4 (1-3 5 6) 2 7 5 n gfyK^a^ 
—>3 >VfzF 1 0 2 4 - 1 - 3fit#. I g G ftf ft««jBIE 1 /t g 

/mL£&4«fc'5fc:SSiniU 4"CTf l«HWS«:Lfc. njffiHSffi£ 0 . 25%* 
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jfc»/PBS-"T?3l3iJfc?!M*, 10 0 OffiFKWRL-ifcF I htn# 

(dako) iznmmh, 4"ct3 o#p B iKfSL-;t. fM&&ft&u facs 

iWf*FACS Ca 1 i bur (BDtt) TW. *3fcl&S£$l3t l-fc. 

0 2 3 (CTKTck^tC, ^■9-^ £ *3»ttF 1 0 2 4-l-3trt#Tflftfe$n. th 
CD 1 4T?HfI«a i S-r§Cli:(Cd;0« JfeejWB«**lfc. =J>hP-;Utr[#: 

(5yMgG) TW:Sfefi3*l&a»-3ifc. Ifc^T, F 1 0 2 4-l-3tt# 

( (iWiroftfCD 1 4 tiB^-rsctjWiiBSnfc. 

(*J6^J2 3) 

LPS ItffiO'l^Bfcifa^^Ul::* F1024-1-3 ta#©W2M£ 

msh&^MZ&WZF 1 0 4 - 1 - 3trC'*0*Sjltt£fllK-rSBWT. L P 
Sftffi£-y-^8fcjM£ : E5 f ;i'£f£»U F 1 0 2 4 - 1 - 3 ^#:tf>W?Ji±£Si#:i!ff 

(1) [F 1 0 2 4- 1 - 3&W<Dwi&-5-mm 

I 

®lps ms^- 

LPSftfO^ttltrJWl Sch irake6©JS (Proc. N 
at 1. Acad. Sci. USA, 95:13875, 1 9 9 8) C¥ 
U. LPS (Salmonella minnesota Re595. Sigma tt) ^Za-^7>Hafel 
(2. 1-2. 4 k g, ftOj^T.) (CO, 5, 2 4V$lS\miZ 5 /a g/k g £j¥ 
IMRiOa-^rsctKiOffKLfc. h9S^©^d hzi-jHiF 1 0 2 4- 
l-3«t#*-l. 4, 2 3^§C2. 5mg/kgS:5#Iil5g#L. a 
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s-r. fcmiz£9mn#v&ft<<\ smsmzmiRL* - 1 mmzmmibL&ft 

U-otZo '&\Z. 1, 3, 5, 7, 23. 25, 28. 4 8 mfflmzmsh&ftl<\ 
GjIbM®.. JMlGPTfll. to.mt? >«. iMfTNF a{i&£$!lj£l, 

&i3. &sSammt Sysmex F-280 KcfcO. jfil 

ffGPTffl. iftlfif^ UT^XfiteDR I -CHEM5 0 0 0 (FUJI FI 
LM ) iCiOSy^Lfc. 

ifc. TNF afiD avid (Journal of I mmu n o 

logical Methods, 68: 167, 1984) tC^CT, L 
9 2 9IB (ATCC) ^0.. 2 5 % HJ :/->>/P B S -TidgtHg. 5. 5X 

io 5 «/mLi:snu 5. 5x i o* mmyox-ji-cyu-hizmmv 

7fc. 3 7*0, 5%C0 2 TT-Bft«*«. -k?»£|S&t*TNF1gifip c & (t hTN 
F, JtH) *jfcttW*?Lfclft# lOO « LfcSSiJOU fitttTSftlSSv g/m 

Lt^i^CT^fyv-fyVD (Sigma) SrgsJnLT. 3 713, 5%CO z 

TNF»4yw-N©«tt±j»*l 0 0/iL|»V»*:«. WST-lM mtl 
£ 1 0 mL^S0L.T. 3 7tT4 0-9 O^H-f >^—>3>«. 4 

5 o nm<ofliyfc«£Mij£u jg^^n^ifiiw^wTN f V 

Ti&mVtzo 4 8«tM»©£#**t>-3T, F 1 0 2 4 - 1 - 3 tn!#© 

*4lCw-r. F 1 0 2 4- l-3tt#»WT?W:4 8Nf 

MftOtfffttlOOX (5/5) T'&ofcCDlCttLT. 4M#fft(±4 0% 
(2/5) T*&0. F 1 0 2 4- 1 -3^fttS-^lrJ;l9^##{iW«tC5$cg$n 
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&. 2 8BtP B 1^0&/N-7^-^<DfflfcF 1 0 2 4- 1 - 3StfMtt-£Wt?£ 

02 4(r7K-TJ:-5{Clfilff^<DTNF<DS^ft«F 1 0 2 4- 1 - 3ta 
BMHWS ft, in vivo CfcHTfcin vitroHMH, JfcjEttlM h*-f > 
CDS££ F1024-1-3 £E#*»jqi*!|-r5 £ i #91 S <k&-3 &. 
*4teF 1 0 2 4-1- 3»LP Sft^^lf^jfilffi^^HCIiSttSHuS 
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fflffl (n=10) 


F 1024-l-3£a# 




48W™»£## (%) 




100% 


40 % 




£jfaj$ft (lOVmm 3 ) 


6. 6+/-0. 7 


8. 2+/-2. 7 


2. 1 


GPT (U/L) 


27V-8 


82+A42 


231 


^l/T^z:> (mg/dL) 


0. 8+/-0. 04 


0. 78+/-0. 04 


1.4 


48«fW»0#« (kg) 


2. 4+/-0. 04 


2. 35+/-0. 02 


2.07 



©LTA/P e p 

fc. LPSCDjtfcOtLTA/PepGSfi^U F1024— 1 — 3 ta^© 6 
A««^OiS:SSS»**ttftLfc. -T&to-fe, F 1 0 2 4- 1 -3£r[# (2. 
5mg/kg) *tJ44A4=a-i?7>l«efia (2. 1-2. 4kg, ttiii 
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y^X) lc&#U lffilLTA (Sigma) StfPepG (Fluka ) 1 6 0 u 
g/mL K> Lit. 

LTA/Pe pGg^-ttSflS-OfltFpliLT, mmmmski^B^m^m^rz 

- **lt. f i o 2 4 - 1 - 3tfi&®^&T\*&fan?k<DM'j>i)mm2n~r> f i 

0 2 4- 1 - 3ia#;&tLTA/P e P G\Z&mrZ> Sjfil3»«^^fC#LT"bS»* 
(2) [F 1 0 2 4- 1 - 3 SM*©«S#3&*] 

»4»O^D h 1 0 2 4 - 1 - 3fi#S 4 . 23mmmz2. 5mg 
it. 

Sfr&ofc. SfclC, h 3-JK;L/ii(|SoTL P S $61:1, 3, 

5. 7. 24. 26. 28. 4 8B*M«fc:«jliL«:fT^. ^JfiUKSfC. i«G 

a5tC*f. *©ISJK, F 1 0 2 4 - 1 - 3 4ft#ft-¥WP»4 4 8 «f 
H«O4Sf*H;10 0X (5/5) 7?$>-o1t<DiZttls~C> 4ft»#*TI48 0X 
(4/5) t**&aF*«B«)n«R*»ofc*«, 2 8^t©Mn7^-^T(JF 

1 0 2 4- 1 - 3tt#&#«fiIE#*K:ifi^4rr* 0 . ^ftS#H«UHliS 

U7?-;:>fllfi«ii«*«f» IC^*«c3e»ttBa&6n-r, F1 0 24-l-3ftft 
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o 

-^-TOS-aA 7 * — ^ ^ L T ^ -5 0 





tttt (n=10) 


Fl 024-1 -3trL# 




48Wf|««^#* (%) 




100% 


80% 


28P*ra«/t^*-$' 


(lOVmm 3 ) 


6. 6+/-0. 4 


5. 3+/-0. 7 


1. 6+/-0. 3 


GPT (U/L) 


27V-8 


41+/-22 


22+/-13 


^U-7^-> (mg/dL) 


0. 8+/-0. 04 


0. 82+/-0. 09 


2. 04+/-1.07 


48BSftl»<&#« (kg) 


2. 13+/-0. 08 


1.98+/-0. 1 


1.92+/-0.06 
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(1) [in vivoKilIfflD5sCD14 (1-3 5 6) WsCDH 
(1-307) S286C <DffiM] 

s CD 1 4 (1 -3 5 6) RtfsCD1 4 (1-3 0 7) S 2 8 6 C £Wj#JJ£ 
ft^T^fcK-^bTKSfPfflSWBf s CD 1 4 (1 -3 5 6) te^ 

JfS^iJ 8 {r^T^ffiT 1 . 1 5 LCDig*±m^e> 1 7. 6mg£. s CD 1 4 (1 

-307) S2 8 ectemmm 9 izTjkTJjm-v 7. 8L©«s±jt^e,ii. 2 

Tf»SCtK:«fcD*Bl^fc. T&to*. *#U^^H1 00ng/l anej 
SDS — polyacryl amide gradient gel (5 — 20 
% ATTOtfc) TMtSBMftU 2D-fi»fiiai' I I r»— j (JR— 

(2) [T^XSJEttL P S X3 -y^trJH:*^ 5© s CD 1 4 (1-3 0 7 
) S 2 8 6 C©»*] 

£&6ilft0Ba 1 b/cSSttV^X (B^t-^X'JA-ttS) Sr. 
^7C{C5P OPE) ffflisCD 1 4 (1 - 3 0 7) S 2 

86C53rag/kg*^10mg/kg. sCD 1 4 (1 -3 5 6) 5:10m 
g/kg. £M*&M (»tt»Biffl. *«KX) «b<fiv;P- * Kn-jn 0 
mg/kg (»tt**!»JB. 77^y7-7yyy3>ft) £JSitS« «t 0 ¥lsl& 

"if 
J 
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M^^lS-^-© 2 LPS (Sal mo nella minnesot 

a Re 5 9 5, S I GMAtt) 1 0 p. g/k g&£.ZfjSy& h+r5 > (D-G 
alactosamine Hydrochloride, ftlTtfcE^) 7 0 0m 

^8P#ra§*Tt^J5EtLfc. 1 Omg/kg©sCDl 4 (1-3 

5 6) fctt-^L.fcmite^TfcS'a v^ttSSSfcl 2«fMB*T?^«5Et:Lfc. 
— s CD 1 4 (1-307) S 2 8 6 C&#Srete. 1 Omg/k gfi-ISf 
Ttt2 4«PM«T?t>8«£#U 3mg/k gS-^PTte 6 OT0£##*ffiB£n 
fc. C©|g*«fc0. SCD14 (1-307) S 2 8 6 C0>Ai&tt$ftft:£3F* 

<*J60iJ2 5) 

CD1 43Jc^*'J^y5 1 K©N^T5yS?B2^J»W 
CD14gS:f«:#'J^f HO-^5sCD 1 4 (1-30 7) S286C 
ON*S75ySE?iJ^^P r o t e i n sequencer Proci 
se™ 494cLC Protein sequencing system 
(Applied Biosystems J a p a ntfcj^th) Srffi V^TUSS 
L-fc. *©*S*, N**7 5 /SE^liLTTh r Thr Pro Glu 
P r o©5»K©***«B*tifc. *©te©75/BKE*Ja**B3*lfc*»o;fc* 
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^b, s CD 1 4 (1 -3 0 7) S 2 8 6 C©N*ffli 1 S@ <DT ^ J KTS 

(SiSStfiJ 2 6 ) 
*»I*ffl^tsCD 1 4 (1-2 8 5) CDfggi 

S»J8- (2) TfP«L&s CD 1 4 (1 - 2 8 5) HpMl 6 

5 9ctONc o I&tfH i ndlll ^ffl^TCD 1 4<£>n— >i/flH«S«J0 
tBLfco *lC££)DNA»r>t£, Tr pyn^-^-^O^H^Sffly^X 
5HpTrc99A (7Vyt 7^'>7/Htr7 ^tfc) ©NcoIRtf 
Hi n d III CTffAU T J M 1 0 9 zi >tf^> h-fc;|/£ t r an 

s f o r ma t ionU ^7X5 HpTr c 1 6 5 9 &Hfc 0 ^^tlt^^X 
5HS«fSI:t>7^V-2 7 7 2) W7>ft>xy7-fV 

— 3 5 <l2#l#-^7 3) S:fflliTPy robes t DNA P o 1 yme r a 
se (TaKaRatt) »C«fc 0 9 8t:T 1 0g\ 5 5*CT3 0&, 7 2t:Tl» 
©IM £;i/*3 0tH^0®LPCRS^$:ff ofeo ^fCCCOPCRS^SrXh o 
I Tifrftl/fc. pTrcl 6 5 9SNcoI7!SftU k 1 e n ow f 

ragment (TaKaRatt) (Cck 0*SH<O^p»{tSff ^>fc»^X h o I \z 
TiSffcU Wli&oyPCRM^ ligation Lfco £iii:fcTJM 1 0 9 
3>tf'r> Mr;i/£ trans format ion U sCD14 (1-285 
) *»H5BSy5^5 KpTr c 1 6 5 9 - 2 &»jfc. pTrcl 6 5 9-2£ 
<atfJM10 9te, MiS5 0/ig/mLO7>hfy'J> (D [-] -a- Am 
inobenzylpenici 1 1 i n ; S i gmatt) &&tSLBi§titL (B 



WO 01/72993 PCT/JP01/02869 

12 6 

IO lOltt) \ZT6 0 0 nm<D\&ytg.&l K&SSTigttU ilglmM 
©I PTG (Isopropyl |5-D-Th i oga 1 ac t opy ran 
o s i d e ; S i gmatt) *«Hft^C«jDbT$e.tC3B#R|JS#Lfc. Mfoft 
8li£fCTI§]iKLfcM#£0. 5%Tr i t on-Xl 00 (Si gma&) 

- (5) l:StJftCT«KL&tC5. *Mt**«lmLS&')l!l8Mg/ 
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« f » I I 

1. E^J#^lfCta«K»thCDl 4©2 6 9##>£3 1 5#$T?OS«0- 
»*£tJXh?h-:7£#S«K:BfllU CD1 4£To 1 1 Like Rec 
eptor (KTTLRtl^) t©«S-&SE*TS«D6ftWf SiftCD 1 4*t 
#. 

3. fflr3fcJg2lC|2«©SW*:<Z>F a b. Fab' SiftlZ (Fab' ) , TS-Sfr 

4. /W^UH-VF 1 0 24-l-3 (gRSf P - 1 8 0 6 1) iZ^QMS. 
$n^F 1 0 2 4- 1 - 3^7 ^fctte,, 

5 . »*js 2 ~ 4 ©nrn*»K:E«otfi:f**i/ < M*Mfr©*rH-*e£"r5/w 

6. SEJiJ#^l tCfB«©t hCD 14C2 6 9#^«=> 3 1 5 #£T?©Mig©7' 

7 . If 6 trie® CD K ^^J^t UTffl V^ta#:cDf^^?*. 

8. CD14tTLRi0i^i«miJtL. filT<D*fctt©OV»r 
n^T&SCD 1 4&^#tf;'J'<:/3 1 K : 

®BE?«J#^ 1 ICBE*©75 yBMEMONsfeSfltf 1 ~ 6 #B©wrn**T?* 9, 
C5fcSBj&*2 4 6 — 3 0 6#gm>-fnfr©7$/&gS^J£W-f<2K 

®E9ift§ i ('s5«cd7 s j »E?u©N*isa« i ~ 6 #a©^-rn^Tf * <0 . 

C*^2 6 9~3 5 6#gCO^-rn^-C^f9, #0 2 69~307#BCD75 
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9. W*3S8 0®»w*3l^T, C*S^2 4 6-2 8 5#|(D^f n^Tfe^i 
*JS8tCt2ifcCQCD 1 4K^#»J^y5 L F 0 

10. B*JS8 0©(CfeV^T, C*SB**2 6 9-3 5 6#B<0Vvrn*>T?* 9 
, *0 2 6 9- 3 0 7#|07SyiO^f ni^-OH±i«L e u, A 1 a, C 

( 

1 1. »*J|8-1 0<Z)^fft^J:IBt©CD 1 4a2#d?'J^f 5 

*l£7 5y»K5W>e>&tK iOCDl 4 £ T L R £09)iS^£|fi*T£l^fg£3r 
t"3CD 1 4Bfc&fM*U^:/3 i K 

1 2. »*J18-1 l©^-rn*^CBB«<DCD 1 4ak*ff#U^9 1 K«3 — 
1 3. KT©®itH®OD N AAi SftSlfif. 

t 

®ie^j#-^ 4 - 6 <d \,vftifr \zmm <d d n a 

©ffi&mn4^ 6 <D\,^nfr \zmm<DDN ALT. b U >yx>ha*ftTTA 
^^jy-YXU *OCD 1 4 tTLRt<DiB'&SB*"rsaillBS:#"rs#U^ 
^KSrn— FtSDNA 

1 4. 2 3Lrz\ti 3\zmm<DminT^m-r^mmx^ 

ff*JS8— 1 1 ^^-rn^tCfBteoCD 1 4 3fe^#U^y5 1 Hcr)Mig^fe 
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1 7. jdi!lto»S»'&tt3S$H t *3 6 ± 5 kD a©CD 1 

1 8. irE^WM-, 7H'J^^H*fcf4Cb 1 4fl^?«£*trCD 1 4 
iTLRtO«^If». 

19. jfte^«a»AacK:J:0f^riE*n>S:TLRt»8i"r*IBJftK. CD14S 

2 0. ffi^JSl 8Sfclll 9©V»Tn*»KI3«©^i"J— — >^ffiT»&n 
fctaCD 1 4SW*. CD 1 4 L < ttfiSHHfc^fc. 

2 1. CD1 4tTLRtO)B^IB*»J**«&fig»fcL"r^tf«CJlilftfflEai[» 
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s n * 

<110> MOCHIDA PHARMACEUTICAL CO., LTD. 

<120> Ant i-CD14 antibody 

<130> MD0580 

<140> 

<141> 

<160> 6 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 356 
<2 1 2> PRT 
<213> human 
<400> 1 

Thr ThrPro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 

15 10 15 

Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 30 

Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 

35 40 45 

Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 



( 



( 
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50 55 60 

Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 
65 70 75 80 

Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 

85 90 95 

Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys He Thr Gly Thr 

100 105 110 

Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser He Ala Gin 
145 150 155 160 

Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 

165 170 175 

Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 190 

Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 

195 200 205 

Ala Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 



( 
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225 230 235 240 

Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ser Cys Asn 

275 280 285 

Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly Thr Ala Leu Pro 
305 310 315 320 

His Glu Gly Ser Met Asn Ser Gly Val Val Pro Ala Cys Ala Arg Ser 

325 330 335 

Thr Leu Ser Val Gly Val Ser Gly Thr Leu Val Leu Leu Gin Gly Ala 

340 345 350 

Arg Gly Phe Ala 
355 



<210> 2 
<2 1 1 > 47 
<212> PRT 
<213> human 




[ 
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<400> 2 

Leu Glu Gin Val Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp 

15 10 15 

Leu Ser Cys Asn Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro 

20 25 30 

Glu Val Asp Asn Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro 
35 40 45 

<210> 3 
<211> 1360 
<21"2> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (117).. (1244) 
<400> 3 

gtcgacgagt tcacaagtgt gaagcctgga agccggcggg tgccgctgtg taggaaagaa 60 
gctaaagcac ttccagagcc tgtccggagc tcagaggttc ggaagactta tcgacc atg 119 

Met 
1 

gag cgc gcg tec tgc ttg ttg ctg ctg ctg ctg ccg ctg gtg cac gtc 167 
Glu Arg Ala Ser Cys Leu Leu Leu Leu Leu Leu Pro Leu Val His Val 



( 



{ 
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5 10 15 

tct gcg acc acg cca gaa cct tgt gag ctg gac gat gaa gat ttc cgc 215 
Ser Ala Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg 

20 25 30 

tgc gtc tgc aac ttc tec gaa cct cag ccc gac tgg tec gaa gec ttc 263 
Cys Val Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe 

35 40 45 

cag tgt gtg tct gca gta gag gtg gag ate cat gec ggc ggt etc aac 311 
Gin Cys Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn 
50 55 60 65 

eta gag ccg ttt eta aag cgc gtc gat gcg gac gec gac ccg egg cag 359 
Leu Glu Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin 

70 75 80 

tat get gac acg gtc aag get etc cgc gtg egg egg etc aca gtg gga 407 
Tyr Ala Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly 

85 90 95 

gee gca cag gtt cct get cag eta ctg gta ggc gec ctg cgt gtg eta 455 
Ala Ala Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu 

100 105 110 

gcg tac tec cgc etc aag gaa ctg acg etc gag gac eta aag ata acc 503 
Ala Tyr Ser Arg Leu Lys Glu Leu thr Leu Glu Asp Leu Lys He Thr 
115 120 125 



( 



1 
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ggc acc atg 

Gly Thr Met 
130 

age ttg cgc 

Ser Leu Arg 

gec gag ctg 
Ala Glu Leu 

gec caa gca 
Ala Gin Ala 
180 

ccg gec ctt 
Pro Ala Leu 
195 

cgc gga ctg 
Arg Gly Leu 
210 

aat eta gcg 
Asn Leu Ala 

gec gca ctg 



cct ccg ctg cct ctg 
Pro Pro Leu Pro Leu 
135 

eta cgc aac gtg teg 
Leu Arg Asn Val Ser 
150 

cag cag tgg etc aag 
Gin Gin Trp Leu Lys 
165 

cac teg cct gec ttt 
His Ser Pro Ala Phe 
185 

acc age eta gac ctg 
Thr Ser Leu Asp Leu 
200 

atg gcg get etc tgt 
Met Ala Ala Leu Cys 
215 

ctg cgc aac aca gga 
Leu Arg Asn Thr Gly 
230 

gcg gcg gca ggt gtg 



6/4 4 

gaa gec aca gga ctt 
Glu Ala Thr Gly Leu 
140 

tgg gcg aca ggg cgt 
Trp Ala Thr Gly Arg 
155 

cca ggc etc aag gta 
Pro Gly Leu Lys Val 
170 

tec tgc gaa cag gtt 
Ser Cys Glu Gin Val 
190 

tct gac aat cct gga 
Ser Asp Asn Pro Gly 
205 

ccc cac aag ttc ccg 
Pro His Lys Phe Pro 
220 

atg gag acg ccc aca 
Met Glu Thr Pro Thr 
235 

cag ccc cac age eta 
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gca ctt tec 551 
Ala Leu Ser 
145 

tct tgg etc 599 
Ser Trp Leu 
160 

ctg age att 647 
Leu Ser He 
175 

cgc gec ttc 695 
Arg Ala Phe 

ctg ggc gaa 743 
Leu Gly Glu 

gee ate cag 791 
Ala He Gin 
225 

ggc gtg tgc 839 
Gly Val Cys 
240 

gac etc age 887 
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Ala Ala Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser 

245 250 255 

cac aac teg ctg cgc gec acc gta aac cct age get ccg aga tgc atg 935 

His Asn Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met 

260 265 270 

tgg tec age gee ctg aac tec etc aat ctg teg ttc get ggg ctg gaa 983 

Trp Ser Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu 

275 280 285 

cag gtg cct aaa gga ctg cca gee aag etc aga gtg etc gat etc age 1031 

Gin Val Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ser 
290 295 300 305 

tgc aac aga ctg aac agg gcg ccg cag cct gac gag ctg ccc gag gtg 1079 

Cys Asn Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val 

310 315 320 

gat aac ctg aca ctg gac ggg aat ccc ttc ctg gtc cct gga act gee 1127 

Asp Asn Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly Thr Ala 

325 330 335 

etc ccc cac gag ggc tea atg aac tec ggc gtg gtc cca gee tgt gca 1175 

Leu Pro His Glu Gly Ser Met Asn Ser Gly Val Val Pro Ala Cys Ala 

340 345 350 

cgt teg acc ctg teg gtg ggg gtg teg gga acc ctg gtg ctg etc caa 1223 

Arg Ser Thr Leu Ser Val Gly Val Ser Gly Thr Leu Val Leu Leu Gin 



( 



( 
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355 360 365 

ggg gcc egg ggc ttt gec taa gatccaagac agaataatga atggactcaa 1274 
Gly Ala Arg Gly Phe Ala 
370 375 

actgecttgg cttcagggga gtcccgtcag gaegttgagg acttttcgac caattcaacc 1334 
ctttgcccca cctttattaa geatge 1360 

<210> 4 
<211> 855 
<212> DNA 

<213> Artificial Sequence 
<400> 4 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 48 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 
15 10 15 

TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 96 
Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 30 

GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 144 
Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 

35 40 45 

CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG TAT GCT 192 



( 
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Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 

50 55 60 

GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 240 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 
65 70 75 80 

CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 288 
Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys He Thr Gly Thr 

100 105 110 

ATG CCT CCG CTG CCT CTG GAA GCC ACA GGA CTT GCA CTT TCC AGC TTG 384 
Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser He Ala Gin 
145 150 155 160 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 
' Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 



( 



I. 
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165 170 175 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 

Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 190 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 

Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 

195 200 205 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 

Ala Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 

Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 

225 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 

Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 816 

Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC 855 

Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu 
275 280 285 



( 



WO 01/72993 



1 1/4 4 



PCT/JP01/02869 



<210> 5 
<2 1 1 > 921 
<212> DNA 

<213> Artificial Sequence 
<400> 5 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 48 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 
15 10 15 

TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 96 
Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 30 

GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 144 
Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 

35 40 45 

CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG TAT GCT 192 
Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 

50 55 60 

GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 240 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 
65 70 75 80 

CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 288 



( 



{ 



WO 01/72993 PCT/JP01/02869 

12/4 4 

Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys lie Thr Gly Thr 

100 105 HO 

ATG CCT CCG CTG CCT CTG GAA GCC ACA GGA CTT GCA CTT TCC AGC TTG 384 
Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser He Ala Gin 
145 150 155 160 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 
Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 

165 170 175 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 
Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 190 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 
Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 




w ■ 
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1 3/4 4 

195 200 205 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 
Ala Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 
Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 
225 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 
Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 816 
Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC GCT TGC AAC 864 
Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ala Cys Asn 

275 280 285 

AGA CTG AAC AGG GCG CCG CAG CCT GAC GAG CTG CCC GAG GTG GAT AAC 912 
Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

CTG ACA CTG 921 
Leu Thr Leu 



WO 01/72993 PCT/JP01/02869 

1 4/4 4 

<210> 6 
<2 1 1 > 921 
<212> DNA 

<213> Artificial Sequence 
<400> 6 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 48 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 
15 10 15 

TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 96 
Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 30 

GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 144 
Val Ser Ala Val Glu Val Glu lie His Ala Gly Gly Leu Asn Leu Glu 

35 40 45 

CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG TAT GCT 192 
Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala . 

50 55 60 

GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 240 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 
65 70 75 80 

CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 288 
Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 



( 



WO 01/72993 PCT/JP01/02869 

15/44 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys He Thr Gly Thr 

100 105 110 

ATG CCT CCG CTG CCT CTG GAA GCC AC A GGA CTT GCA CTT TCC AGC TTG 384 
. Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 
115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser lie Ala Gin 
145 150 155 160 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 
Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 

165 170 175 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 
Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 190 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 
Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 
195 200 205 



WO 01/72993 PCT/JP01/02869 

1 6/4 4 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 
Ala Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 
Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 
225 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 
Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 816 
Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC TGT TGC AAC 864 
Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Cys Cys Asn 

275 280 285 

AGA CTG AAC AGG GCG CCG CAG CCT GAC GAG CTG CCC GAG GTG GAT AAC 912 
Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

CTG ACA CTG 921 
Leu Thr Leu 
305 



( 



I, 



WO 01/72993 PCT/JP01/02869 

1 7 / 4 4 

<210> 7 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 1 
<400> 7 

tcgaggaaga gaagacacca 



<210> 8 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 2 
<400> 8 

cccatccaga gtttagccct 



<210> 9 
<2 1 1 > 24 
<212> DNA 

<213> Artificial Sequence 



WO 01/72993 PCT7JP01/02869 

1 8/4 4 

<220> 

<221> antisense primer 1 
<400> 9 

ccatccgaaa ttataagaaa agtc 

<210> 10 
<211> 29 
<2I2> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 2 
<400> 10 

cccaagcttt ggaattactc acccttagc 

<210> 11 
<211> 24 
<212> PRT 
<213> human 
<400> 11 

Leu Asp Leu Ser Cys Asn Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu 
15 10 15 

Leu Pro Glu Val Asp Asn Leu Thr 



WO 01/72993 PCT/JP01/02869 

1 9/4 4 

20 

<210> 12 
<211> 18 
<212> PRT 
<213> human 
<400> 12 

Glu Val Asp Asn Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly 
15 10 15 

Thr Ala 

<210> 13 
<2 1 1 > 12 
<212> PRT 
<213> human 
<400> 13 

Thr Ala Leu Pro His Glu Gly Ser Met Asn Ser Gly 
1 5 10 



<210> 14 
<211> 15 
<212> PRT 



( 



WO 01/72993 PCT/JPO 1/02869 

2 0/4 4 

<213> human 
<400> 14 

Pro Ala Cys Ala Arg Ser Thr Leu Ser Val Gly Val Ser Gly Thr 
15 10 15 

<210> 15 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<400> 15 

Gin Gly Pro Cys Arg Ala Phe He Lys Leu Trp Ala Phe Asp Cys 
15 10 15 

<210> 16 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 3 
<400> 16 

ctctggctaa ctagagaacc 



( 



WO 01/72993 

<210> 17 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 3 
<400> 17 

gcggaaatca caaggttctg g 

<210> 18 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 4 
<400> 18 

gaaccttgtg atttccgctg c 



PCT/JP01/02869 

2 1/4 4 



<210> 19 
<211> 20 
<212> DNA 

<213> Artificial Sequence 



f 



WO 01/72993 PCT/JP01/02869 

2 2/4 4 



<220> 

<221> antisense primer 4 
<400> 19 

ttattaggaa aggacagtgg 



<2iO> 20 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 5 
<400> 20 

agccttgacc gtgtccgcat cgacgcgctt 

<210> 21 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 5 
<400> 21 

aagcgcgtcg atgcggacac ggtcaaggct 



( 



WO 01/72993 



PCT/JP01/02869 



2 3/4 4 



<210> 22 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 6 
<400> 22 

gttgtgagac aggtctaggc tggtaagggc cgggaaggc 

<210> 23 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<22I> sense primer 6 
<400> 23 

gcccttacca gcctagacct gtctcacaac tcgctgcgc 

<210> 24 
<211> 39 
<212> DNA 



WO 01/72993 

2 4/4 4 

<213> Artificial Sequence 
<220> 

<221> antisense primer 7 
<400> 24 

cagtctgttg caagacaggt ctaggctgtg gggctgcac 

<210> 25 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 7 
<400> 25 

cacagcctag acctgtcttg caacagactg aacagggcg 

<210> 26 

<211> 39 

<212> DNA 

<213> Artificial Sequence 
<220> 

< 2 2 1 > antisense primer 8 

<400> 26 



WO 01/72993 

2 5/4 4 

cagtctgttg caagacaggt ctaggctggt aagggccgg 



PCT/JP01/02869 



<210> 27 
< 2 1 1 > 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 8 
<400> 27 

accagcctag acctgtcttg caacagactg aacagggcg 

<210> 28 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 9 
<400> 28 

cacgccagaa ccttgtgagc 

<210> 29 
<211> 38 



( 



WO 01/72993 

2 6/4 4 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 9 
<400> 29 

gtcagtgcac aggctgggac cacaacggat tgcattga 

<210> 30 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 10 
<400> 30 

cccaagcttc tattacagtg tcaggttatc 

<210> 31 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 11 



WO 01/72993 PCT/JP01/02869 

2 7/4 4 

<400> 31 

cccaagcttc tattagggca gctcgtcagg 

<210> 32 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 12 
<400> 32 

cccaagcttc tattactgcg gcgccctgtt 



<210> 33 
<2ll> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 13 
<400> 33 

cccaagcttc tattacagtc tgttgcagct 



<210> 34 



WO 01/72993 PCT/JP01/02869 

2 8/4 4 

<2 1 1 > 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 14 
<400> 34 

cccaagcttc tattagagat cgagcactct 

<210> 35 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 15 
<400> 35 

cccaagcttc tattatacgg tggcgcgcag 

<210> 36 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 



< 



WO 01/72993 PCT/JP01/02869 

2 9/4 4 

<22 1 > antisense primer 16 
<400> 36 

cccaagcttc tattaagaca ggtctaggct 

<210> 37 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 17 

<400> 37 

cccaagcttc tattagcctg gcttgagcca 

<210> 38 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 18 
<400> 38 

actctgagag cggctggcag tec 



WO 01/72993 



PCT/JP01/02869 



3 0/4 4 

<210> 39 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 10 
<400> 39 

tgccagccgc tctcagagtg etc 

<210> 40 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

^ <221> antisense primer 19 

<400> 40 

agatcgagag ctctgagctt ggc 

<210> 41 
<211> 20 
<212> DNA 

<213> Artificial Sequence 



WO 01/72993 PCT/JP01/02869 

3 1/4 4 



<220> 

<221> antisense primer 20 
<400> 41 

gagatcagcc actctgagct 



<210> 42 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 21 
<400> 42 

gctgagagcg agcactctga 

<210> 43 
<2 1 1 > 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<22 1 > antisense primer 22 
<400> 43 

gcagctagca tcgagcactc 



( 



I 



WO 01/72993 PCT/JPO 1/02869 

3 2/4 4 



<210> 44 
<211> 20 
<212> DNA 

<213> Arti f icial Sequence 
<220> 

<221> antisense primer 23 
<400> 44 

gttgcaagcg agatcgagca 

<210> 45 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 24 
<400> 45 

tctgttagcg ctgagatcga 

<210> 46 
<211> 20 
<212> DNA 



( 



WO 01/72993 PCT/JP01/02869 

3 3X4 4 

<213> Artificial Sequence 
<220> 

<221> antisense primer 25 
<400> 46 

gttcagagcg ttgcagctga 
<210> 47 

( 

<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 26 
<400> 47 

tcaggctgcg ccgccctgtt c 

<210> 48 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 27 
<400> 48 



WO 01/72993 PCT/JP01/02869 

3 4/4 4 

agctcgtcag cctgcggcgc c 

<210> 49 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 28 
<400> 49 

tcgtcagcct gcgccgccct g 

<210> 50 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<22l> antisense primer 29 
<400> 50 

tccacctcgg ccagctcgtc a 



<210> 51 
<211> 23 



( 



WO 01/72993 PCT/JP01/02869 

3 5/4 4 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 11 
<400> 51 

agctcagagc tctcgatctc age 

<2i0> 52 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<22 1 > sense primer 12 

<400> 52 

agagtggctg atctcagctg 

<210> 53 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 13 



< 



WO 01/72993 PCT/JPO 1/02869 

3 6/44 

<400> 53 

gtgctcgctc tcagctgcaa 

<210> 54 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 14 

<400> 54 

ctcgatgcta gctgcaacag 

<210> 55 
<2 1 1 > 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 15 
<400> 55 

gatctcgctt gcaacagact 



<210> 56 



( 



WO 01/72993 PCT/JP01/02869 

3 7 /A 4 

<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 16 
<400> 56 

ctcagcgcta acagactgaa 

<210> 57 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 17 

<400> 57 

tgcaacgctc tgaacagggc 

<210> 58 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 



( 



WO 01/72993 PCT/JPO 1/02869 

3 8X4 4 

<221> sense primer 18 
<400> 58 

gaacagggcg gcgcagcctg a 

<210> 59 
<2 1 1 > 21 
<212> DNA 

<213> Artificial Sequence. 
<220> 

<221> sense primer 19 
<400> 59 

ggcgccgcag gctgacgagc t 

<210> 60 

<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 20 

<400> 60 

cagggcggcg caggctgacg a 




I. 

t 



WO 01/72993 



PCT/JPO 1/02869 



3 9/4 4 

<210> 61 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<22 1 > sense primer 21 
<400> 61 

( 

tgacgagctg gccgaggtgg a 



<210> 62 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 22 
<400> 62 

tgcaacgatc tgaacagggc 



<210> 63 

<211> 20 

<212> DNA 

<213> Artificial Sequence 



( 



WO 01/72993 PCT/JP01/02869 

4 0/4 4 

<220> 

<221> antisense primer 30 
<400> 63 

gttcagatcg ttgcagctga 

<210> 64 
<211> 20 
<2i2> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 23 
<400> 64 

ctcgatctct gttgcaacag 

<210> 65 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 31 
<400> 65 

tctgttgcaa cagagatcga 




t ■■ 




WO 01/72993 
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41/44 

<210> 66 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 24 
<400> 66 

ctcgatctcg gttgcaacag 

<210> 67 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 32 
<400> 67 

tctgttgcaa ccgagatcga 



<210> 68 
<211> 20 
<212> DNA 




'.f 



WO 01/72993 PCT/JP01/02869 

4 2/4 4 

<213> Artificial Sequence 
<220> 

<221> sense primer 25 
<400> 68 

ctcgatctca cttgcaacag 

<210> 69 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 33 
<400> 69 

tctgttgcaa gtgagatcga 

<210> 70 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 26 
<400> 70 



WO 01/72993 



PCT/JP01/02869 



4 3/4 4 

ctcgatctcc tttgcaacag 

<210> 71 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 34 
<400> 71 

tctgttgcaa aggagatcga 

<210> 72 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer27 
<400> 72 

accacgccag aaccttgtga g 
<210> 73 



<211> 22 



WO 0 1/72993 PCT/JP01/02869 

4 4/4 4 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer35 
<400> 73 

ctgaaaatct tctctcatcc gc 



( 
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